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A GENE ENCODING A NEW TRP CHANNEL IS MUTATED IN MUCOLIPIDOSIS IV 

The research leading to this invention was supported, in part, by the U. S. 
Department of Energy (contract no. W-7405-ENG-48) and The National Institute of Neurological 
Disease and Stroke (Grant No. NS39945). 

This application claims the benefit of the filing date of U.S. Provisional Patent 
Application No. 60/226,388, filed August 18, 2000 under 35 U.S.C. § 1 19(e). This prior 
application is incorporated herein by reference in its entirety. 

FIELD OF THE INVENTION 

The present invention relates to identification of a protein that is rendered 
non-functional in a mucolipidosis condition. In particular, the invention concerns mutations that 
disrupt a TRP channel in Type IV mucolipidosis (MLIV). Recombinant nucleic acids encoding 
mutant forms of the TRP channel, oligonucleotides specific for such mutations, and diagnostic 
and therapeutic applications related to these discoveries, are also contemplated. 

BACKGROUND OF THE INVENTION 

Mucolipidosis type IV (MLIV; MDVI 252650) is an autosomal recessive 
developmental disorder with abnormal brain, eye and gastric functions. It was first described by 
Berman et al. (J. Pediat. 1974, 84:519-26) who studied an Ashkenazi Jewish infant with corneal 
clouding, a variety of storage bodies and large vacuoles in many different cell types, in the 
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presence of normal levels of lysosomal hydrolases. The lack of identification of a specific storage 
compound led to the mucolipidosis classification. 

Clinically, MLIV is characterized by a variable degree of growth and psychomotor 
retardation that is apparent as early as the first year of life. Most patients are unable to speak or 
5 walk independently and remain developmental^ at a 1 -2 year level. Patient head MRI at the time 
of diagnosis shows a dysplastic corpus callosum and dysmyelinating white matter abnormalities 
indicating early onset of brain pathology, while cerebellar atrophy is seen predominantly in older 
patients (Frei et aL, Neurology 1998, 51:565-9). MLIV is further characterized by corneal 
clouding and a progressive retinopathy with optic atrophy, which results in severe visual 
10 impairment (Reidel et aL, Am. J. Ophthalmol. 1985, 99:125-36). The majority of MLIV patients 
o appear to have a static encephalopathy and do not deteriorate neurologically; however, some 
X patients show a decline in motor function in the second or third decade of life. A simple approach 
^ to the diagnosis of MLIV was obtained when we discovered that all patients have constitutive 
«p achlorhydria associated with a secondary elevation of serum gastrin levels (Schiffman et aL , 
15 J Proc. Natl. Acad. Sci. 1998, 95:1207-12). At the present time, MLIV is the only genetic disease 
j!L known to be associated with elevated gastrin. 

Ill The gene that is mutated in MLIV, MCOLN1 has been mapped to a 5.6 cM region 

m on chromosome 19pl3.2-13.3 by linkage analysis in 26 Ashkenazi Jewish (AJ) families 

(Slaugenhaupt et aL, Am. J. Human Genet. 1999, 65:773-8). In addition, the ethnic bias seen in 
20 MLIV is apparently due to a founder effect, with two common haplotypes representing 96% of 
the chromosomes. Utilizing the finding that the storage bodies in MLIV fibroblasts are 
autofluorescent (Goldin et al 9 Pediat. Res. 1995, 37:687-92), a single gene defect in both AJ and 
non- Jewish (NJ) patients (Goldin et aL, Proc. Natl. Acad. Sci. 1999, 96:8562-6), was implicated 
by complementation assays. However, there remained a need to identify a specific gene involved 
25 in this disease. 

SUMMARY OF THE INVENTION 

The present invention represents a significant step forward in understanding and 
treating mucolipidosis. By identifying a specific protein that is rendered non-functional in people 
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suffering from one form of mucolipidosis, MLIV, the tools for studying the molecular biology of 
mucolipidosis are made available. Furthermore, identification of this protein, and the genetic 
polymorphisms or variations that lead to its functional inactivation, provides strategies for 
overcoming these defects. These strategies can be used broadly to affect any mucolipidosis, 
5 particularly mucolipidosis IV. 

Thus, in a first embodiment, the invention provides a nucleic acid (SEQ 10 NOS: 
1 and 2) encoding MCOLN1 (SEQ ID NO:3); the MCOLN1 protein is also called "mucolipin". 
In particular, the invention provides an isolated MCOLN1 gene (this gene had previously been 
referred to as MCL4) including non-coding and non-transcribed sequences. The invention also 
1 0 provides a MCOLN1 cDNA, i e. , free of introns. 
Q In another embodiment, the invention provides mutant MUL4 neucleic acids and 

:J MCOLN1 proteins. 

In still another embodiment, the invention provides methods for detecting a 
genetic mutation associated with MLIV comprising detecting a polymorphism or variation in a 
15"; gene for MCOLN1 which results in a defect in expression of the functional MCOLN1 . In a 
further embodiment, the invention provides a method for diagnosing a mucolipidos or an ion 
if! channel defect comprising detecting such a mutation. In a specific embodiment, the invention 
jja provides a method for predicting the likelihood of developing mucolipidosis or an ion channel 
! :s f defect, and particularly for genetic counseling of prospective parents. 
20 In yet another embodiment, the invention provides a kit for detecting a mutation 

in the gene encoding MCOLN1 which results in a defect in expression of functional MCOLN1, 
using an oligonucleotide that specifically hybridizes to the site of the mutation or to an adjacent 
site on the gene. 

Still another embodiment of the invention provides vectors that express functional 
25 human MCOLN1 in human target cells and a method of treating a mucolipidosis associated with 
such a defect by administering the vector into cells (such as bone marrow cells) of the subject. 
Pharmaceutical compositions comprising the vector are also provided. 

In yet another embodiment, the invention provides a method of screening for 
candidate compounds that modulate activity of MCOLN1, by detecting binding of MCOLN1 



with a compound and isolating the compound. 

Another embodiment of the invention provides a kit comprising a MCOLN1 
polypeptide and a binding detector that indicates MCOLN1 binding with a compound for 
screening for a candidate compound that modulates the activity of MCOLN1 . 

These and other embodiments of the invention are described in greater detail in 
the accompanying drawings, Detailed Description, and Examples. 

DESCRIPTION OF THE DRAWING 
Figures 1A. and IB. Physical maps of the MCOLN1 candidate region. (A) 
Shows the closest flanking markers, D19S1 184 and D19S1 186. Genes that map within the 
candidate region are shown with the arrow designating transcription orientation. The schematic 
diagram depicts the genomic structure of the MCOLN1 gene. Primers used for amplification of 
the major AJ mutation (mg2-EF4 and mg2-ER4) and the minor AJ deletion mutant (mg2-GWF4 
and mg2-ER6) are shown. The base pair scale corresponds to the MCOLN1 genomic sequence 
entry AF287270 (SEQ ID NO:l), and the extent of the AJ deletion is shown # (B) Physical map 
and transcript map of the MCOLN1 region on chromosome 19p. PCR-based localization of 
markers (in italics) and of GeneMap 4 99 ESTs (boxed, with known gene names in boldface 
italics immediately after the corresponding EST) is shown above the overlapping BAC map. 
D19S216 is located 2.95 cM telomeric to D19S869, and D19S413 is located 6.02 cM 
centromeric to D19S922 (markers not shown on map). An asterisk denotes markers identified 
for this study. The 143-kb region between D19S1 184 and D19S1886 and known to contain 
MCOLN1 is shown on the transcript map at the bottom. Genes are depicted with arrows to 
represent transcriptional orientation. The Alu bar depicts the 27 kb of repetitive sequence. 

Figures 2A, 2B, 2C and 2D. Expression of MCOLN1 and mutation detection in 
AJ MLIV. Lanes in a-c correspond to the following: 1, parent heterozygous for the major AJ 
haplotype; 2, patient homozygous for the major AJ haplotype ; 3, non-carrier sibling of the 
patient; 4, patient heterozygous for the major and minor AJ haplotypes; 5, parent heterozygous 
for the minor AJ haplotype; 6, patient homozygous for the minor AJ haplotype; 7 5 non-carrier 
sibling of the patient; 8, AJ patient from family 20 heterozygous for the major and a unique 



haplotype; 9, AJ patient from family 1 8 heterozygous for the minor and a unique haplotype. (A) 
Northern analysis of MCOLN1 mRNA from fibroblasts in AJ MLIV patients and family 
members showing a significant reduction of the message in patients carrying the major and minor 
haplotypes. (B) Analysis of the major AJ mutation in MCOLNL The major AJ mutation, 
g.5534A>G, introduces a Kpnl restriction site. A 541 -bp fragment was amplified from genomic 
DNA and digested in patients homozygous for the major haplotype resulting in two fragments of 
344-bp and 197-bp (lane 2), carriers and patients heterozygous for the major haplotype have the 
541, 344, and 197-bp bands (lanes 1 and 8), and normal controls show only the 541-bp band 
(lanes 3 and 7). A patient homozygous for the minor haplotype shows no product (lane 6). (C) 
Analysis of the minor AJ mutation in MCOLNL A forward primer at bp 226 of the MCOLN1 
genomic sequence (AF287270) and a reverse primer at the end of exon 7 amplify a 377-bp 
fragment in carriers and patients of the minor haplotype (lanes 4, 5, 6, and 9). The longer 6.8-kb 
normal fragment is not amplified in this reaction. (D) Northern analysis of MCOLN1 in NJ and 
AJ patients. Fibroblasts samples: lanel, normal control; 2, family 48; 3, family 41; 4, family 50; 
5, family 42; 6, family 53. MCOLN1 mRNA is expressed in all patients except for family 50. 
Lymphoblast samples: lane 7, family 53; 8, family 20; 9, family 44; 10, normal control; 11, 
patient homozygous for the major AJ mutation; 12, patient heterozygous for the major and minor 
AJ mutation; 13, patient homozygous for the minor AJ haplotype; 14, normal control. MCOLN1 
mRNA shows lower expression in lymphoblasts in both normal and patient samples. 

Figure 3. Expression of MCOLN1 in human tissues. Multiple tissue blots 
(Clontech) of human tissues and human fetal tissues were sequentially hybridized with 32 P- 
labeled cDNA probes for MCOLN1 and p-actin as indicated. 

Figure 4A and 4B. Alignment of MCOLN1 with related proteins. (A) Alignment 
of mucolipin (SEQ ID NO:3) to human BAA91951* (SEQ ID NO:4), which includes the 
alternatively spliced exon 3, and AAF491 18, which is Drosophila CG8743 (SEQ ID NO:5). 
Putative transmembrane domains (thick lines) and the TRPL motif domain (thin line) are 
indicated. (B) Predicted hydrophobicity plot of mucolipin compared to aa 170-750 of human 
PKD2 indicating structural similarity. Putative transmembrane domains are indicated. 



DETAILED DESCRIPTION OF THE INVENTION 

Mucolipidosis Type IV is a developmental neurodegenerative disorder 
characterized by severe neurologic and ophthalmologic abnormalities. The MLIV gene, 
MCOLN1, has recently been localized to chromosome 19pl3.2-13.3 by genetic linkage. The 
present invention involves the cloning of this novel transient receptor potential cation channel 
gene and the demonstration that this gene is mutated in patients with the disorder. MCOLN1 
encodes a protein, mucolipin, that has six predicted transmembrane domains and is a member of 
the polycystin II subfamily of the Drosophila TRP gene family. Receptor-stimulated cation 
channel defect thus appears to play a role in the pathogenesis of mucolipidosis IV. 

The present invention is based, in part, on additional 9 AJ and 5 NJ families that 
were studied in addition to the studies reported in Slaugenhaupt et al. (Am. J. Human Genet. 
1999, 65:777-8). We conducted a detailed haplotype analysis in order to pinpoint the gene 
location and determine the probable number of mutations. There are 5 unique haplotypes in the 
AJ population, the major and minor haplotypes are present on 73% and 23% of chromosomes, 
respectively. The remaining three haplotypes were only seen once; in two cases coupled with the 
major and once with the minor haplotype. Analysis of the 5 NJ families yielded an additional 7 
unique haplotypes, suggesting that there may be as many as 12 independent mutations. Linkage 
disequilibrium analysis of the 2 common haplotypes enabled us to narrow the candidate region to 
143 kb and we constructed a detailed transcript map of this interval. 

The present invention advantageously provides oligonucleotides specific for 
mutations of the gene encoding MCOLN1, including both probes for directly detecting mutated 
sequences and PCR primers for amplifying sites where such mutations are found to occur. 

Furthermore, MCOLN1, including mutant forms of MCOLN1, can be expressed 
in eukaryotic and prokaryotic cells and can be used to develop and/or implement high throughput 
screens to identify novel agonists and antagonists of MCOLN1 activity, such as channel function. 

The term "functional MCOLN1" refers to an MCOLN1 that functions in a cell, 
e.g., plays a role as a TRP channel or a receptor-stimulated cation channel. Evidence of 
MCOLN1 function can be detected by various methods. MCOLN1 functions include, but are not 
limited to, HC1 secretion, ion channel activity, and secretion of solutes from intracellular 
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vesicles. Other MCOLN1 functions include, but are not limited to, binding with 
MCOLN1 -specific antibodies. 

A "defect in expression of functional MCOLN1" refers to an alteration in the 
sequence of a genomic MCOLN1 gene (also termed herein a "mutation") that causes failure of 
5 expression of MCOLN1 or that causes expression of an MCOLN1 protein or polypeptide that is 
non-functional. Preferably such non-functionality is reflected in cellular defects that manifest as 
mucolipidosis. A non-functional MCOLN1 protein or polypeptide is termed herein a "mutant 
MCOLN1 protein". 

MLIV is a disease with phenotypic characteristics similar to 
10 mucopolysaccharidosis without sugar in the urine, with features that include growth and mental 
£3 retardation, corneal clouding and lyposonal inclusions. MLIV is in the category of 
i;n channelopathics, i.e. , ion channel defects. Thus, the present invention concerns mucolipidosis 
f2 and certain other conditions that result from an ion channel defect, wherein the ion channel is 
-J MCOLNL 

1 5 s ..p In a specific embodiment, the term "about" or "approximately" means within 

20%, preferably within 10%, and more preferably within 5% of a given value or range. 

H: As used herein, the term "isolated" means that the referenced material is removed 

if "i 

CO from the environment in which it is normally found. Thus, an isolated biological material can be 
jj'T free of cellular components, i.e., components of the cells in which the material is found or 

20 produced. In the case of nucleic acid molecules, an isolated nucleic acid includes a PCR product, 
an isolated mRNA, a cDNA, or a restriction fragment. In another embodiment, an isolated 
nucleic acid is preferably excised from the chromosome in which it may be found, and more 
preferably is no longer joined to non-regulatory, non-coding regions, or to other genes, located 
upstream or downstream of the gene contained by the isolated nucleic acid molecule when found 

25 in the chromosome. In yet another embodiment, the isolated nucleic acid lacks one or more 
introns. Isolated nucleic acid molecules include sequences inserted into plasmids, cosmids, 
artificial chromosomes, and the like. Thus, in a specific embodiment, a recombinant nucleic acid 
is an isolated nucleic acid. An isolated protein may be associated with other proteins or nucleic 
acids, or both, with which it associates in the cell, or with cellular membranes if it is a 
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membrane-associated protein. An isolated organelle, cell, or tissue is removed from the 
anatomical site in which it is found in an organism. An isolated material may be, but need not 
be, purified. 

The term "purified" as used herein refers to material that has been isolated under 
5 conditions that reduce or eliminate the presence of unrelated materials, i.e., contaminants, 

including native materials from which the material is obtained. For example, a purified protein is 
preferably substantially free of other proteins or nucleic acids with which it is associated in a cell; 
a purified nucleic acid molecule is preferably substantially free of proteins or other unrelated 
nucleic acid molecules with which it can be found within a cell. As used herein, the term 
10 "substantially free" is used operationally, in the context of analytical testing of the material. 
O Preferably, purified material substantially free of contaminants is at least 50% pure; more 
m preferably; at least 90% pure, and more preferably still at least 99% pure. Purity can be evaluated 
by chromatography, gel electrophoresis, immunoassay, composition analysis, biological assay, 
and other methods known in the art. 
15 :: £ Methods for purification are well-known in the art. For example, nucleic acids 

j!U can be purified by precipitation, chromatography (including preparative solid phase 
y chromatography, oligonucleotide hybridization, and triple helix chromatography), 
ffl ultracentrifugation, and other means. Polypeptides and proteins can be purified by various 
j[T methods including, without limitation, preparative disc-gel electrophoresis, isoelectric focusing, 
20 HPLC, reversed-phase HPLC, gel filtration, ion exchange and partition chromatography, 

precipitation and salting-out chromatography, extraction, and countercurrent distribution. For 
some purposes, it is preferable to produce the polypeptide in a recombinant system in which the 
protein contains an additional sequence tag that facilitates purification, such as, but not limited 
to, a polyhistidine sequence, or a sequence that specifically binds to an antibody, such as FLAG 
25 and GST. The polypeptide can then be purified from a crude lysate of the host cell by 

chromatography on an appropriate solid-phase matrix. Alternatively, antibodies produced 
against the protein or against peptides derived therefrom can be used as purification reagents. 
Cells can be purified by various techniques, including centrifugation, matrix separation {e.g., 
nylon wool separation), panning and other immunoselection techniques, depletion {e.g., 



complement depletion of contaminating cells), and cell sorting (e.g., fluorescence activated cell 
sorting [FACS]). Other purification methods are possible. A purified material may contain less 
than about 50%, preferably less than about 75%, and most preferably less than about 90%, of the 
cellular components with which it was originally associated. The "substantially pure" indicates 
the highest degree of purity which can be achieved using conventional purification techniques 
known in the art. 

The use of italics indicates a nucleic acid molecule (e.g., MCOLN1, refers to a 
cDNA, gene, etc.); normal text indicates the polypeptide or protein. 

Cloning and Expression of MCOLN1 

The present invention contemplates analysis and isolation of a nucleic acid 
encoding a functional or mutant MCOLN1, including a full length, or naturally occurring form of 
MCOLN1, and any antigenic fragments thereof from any human source. It further contemplates 
expression of functional or mutant MCOLN1 protein for evaluation, diagnosis, or therapy. 

In accordance with the present invention there may be employed conventional 
molecular biology, microbiology, and recombinant DNA techniques within the skill of the art. 
Such techniques are explained fully in the literature. See, e.g., Sambrook, Fritsch & Maniatis, 
Molecular Cloning: A Laboratory Manual, Second Edition (1989) Cold Spring Harbor 
Laboratory Press, Cold Spring Harbor, New York (herein "Sambrook et al, 1989"); DNA 
Cloning: A Practical Approach, Volumes I and II (D.N. Glover ed. 1985); Oligonucleotide 
Synthesis (MJ. Gait ed. 1984); Nucleic Acid Hybridization [B.D. Hames & SJ. Higgins eds. 
(1985)]; Transcription And Translation [B.D. Hames & S J. Higgins, eds. (1984)]; Animal Cell 
Culture [R.L Freshney, ed. (1986)]; Immobilized Cells And Enzymes [IRL Press, (1986)]; 
B.Perbal, A Practical Guide To Molecular Cloning (1984); F.M. Ausubel et al. (eds.), Current 
Protocols in Molecular Biology, John Wiley & Sons, Inc. (1994). 

Molecular Biology - Definitions 

"Amplification" of DNA as used herein denotes the use of polymerase chain 
reaction (PCR) to increase the concentration of a particular DNA sequence within a mixture of 
DNA sequences. For a description of PCR see Saiki et al, Science 1988, 239:487, 
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"Chemical sequencing" of DNA denotes methods such as that of Maxam and 
Gilbert (Maxam-Gilbert sequencing, Maxam and Gilbert, Proc. Natl. Acad. Sci. USA 1977 
74:560), in which DNA is randomly cleaved using individual base-specific reactions. 

"Enzymatic sequencing" of DNA denotes methods such as that of Sanger (Sanger 
5 et aL 9 Proc. Natl Acad. Sci. USA 1977, 74:5463), in which a single-stranded DNA is copied and 
randomly terminated using DNA polymerase, including variations thereof well-known in the art. 

The term "single-strand conformational polymorphism analysis" (SSCP) refers to 
a method for detecting sequence differences between two DNAs, comprising hybridization of the 
two species with subsequent mismatch detection by gel electrophoresis (Ravnik-Glavac et ai, 
10 Hum. Mol. Genet. 1994, 3:801) 
O "HOT cleavage" is defined herein as a method for detecting sequence differences 

fh between two DNAs, comprising hybridization of the two species with subsequent mismatch 
detection by chemical cleavage (Cotton, et al 9 Proc. Natl Acad. Sci. USA 1988, 85:4397). 
a: F "Denaturing gradient gel electrophoresis" (DDGE) refers to a method for 

15.fi resolving two DNA fragments of identical length on the basis of sequence differences as small as 
J- a single base pair change, using electrophoresis through a gel containing varying concentrations 
2 of denaturant (Guldberg et aL, Nuc. Acids Res. 1994, 22:880.) 

m As used herein, "sequence-specific oligonucleotides" refers to related sets of 

il oligonucleotides that can be used to detect allelic variations or mutations (polymorphisms) in the 
20 MCOLN1 gene. 

A "probe" refers to a nucleic acid or oligonucleotide that forms a hybrid structure 
with a sequence in a target region due to complementarity of at least one sequence in the probe 
with a sequence in the target protein. 

A "nucleic acid molecule" refers to the phosphate ester polymeric form of 
25 ribonucleosides (adenosine, guanosine, uridine or cytidine; "RNA molecules") or 

deoxyribonucleosides (deoxyadenosine, deoxyguanosine, deoxythymidine, or deoxycytidine; 
"DNA molecules"), or any phosphoester analogs thereof, such as phosphorothioates and 
thioesters, in either single stranded form, or a double-stranded helix. Double stranded DNA- 
DNA, DNA-RNA and RNA-RNA helices are possible. The term nucleic acid molecule, and in 
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particular DNA or RNA molecule, refers only to the primary and secondary structure of the 
molecule, and does not limit it to any particular tertiary forms. Thus, this term includes double- 
stranded DNA found, inter alia, in linear (e.g., restriction fragments) or circular DNA molecules, 
plasmids, and chromosomes. In discussing the structure of particular double-stranded DNA 
5 molecules, sequences may be described herein according to the normal convention of giving only 
the sequence in the 5 ! to 3 ? direction along the nontranscribed strand of DNA {i.e., the strand 
having a sequence homologous to the mRNA). A "recombinant DNA molecule" is a DNA 
molecule that has undergone a molecular biological manipulation. 

A "polynucleotide" or "nucleotide sequence" is a series of nucleotide bases (also 
10 called "nucleotides") in DNA and RNA, and means any chain of two or more nucleotides. A 
O nucleotide sequence typically carries genetic information, including the information used by 
i;g cellular machinery to make proteins and enzymes. These terms include double or single stranded 
12 genomic and cDNA, RNA, any synthetic and genetically manipulated polynucleotide, and both 
s # sense and anti-sense polynucleotide (although only sense stands are being represented herein). 
15 Si p This includes single- and double-stranded molecules, i.e., DNA-DNA, DNA-RNA and RNA- 
n RNA hybrids, as well as "protein nucleic acids" (PNA) formed by conjugating bases to an amino 
];y acid backbone. This also includes nucleic acids containing modified bases, for example thio- 
m uracil, thio-guanine and fluoro-uracil. 

11 The polynucleotides herein may be flanked by natural regulatory (expression 

20 control) sequences, or may be associated with heterologous sequences, including promoters, 
internal ribosome entry sites (IRES) and other ribosome binding site sequences, enhancers, 
response elements, suppressors, signal sequences, polyadenylation sequences, introns, 5 - and 3 ! - 
non-coding regions, and the like. The nucleic acids may also be modified by many means known 
in the art. Non-limiting examples of such modifications include methylation, "caps", substitution 
25 of one or more of the naturally occurring nucleotides with an analog, and internucleotide 

modifications such as, for example, those with uncharged linkages (e.g., methyl phosphonates, 
phosphotriesters, phosphoroamidates, carbamates, etc.) and with charged linkages (e.g., 
phosphorothioates, phosphorodithioates, etc.). Polynucleotides may contain one or more 
additional covalently linked moieties, such as, for example, proteins (e.g., nucleases, toxins, 
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antibodies, signal peptides, poly-L-lysine, etc.), intercalators (e.g., acridine, psoralen, etc.), 
chelators (e.g., metals, radioactive metals, iron, oxidative metals, etc.), and alkylators. The 
polynucleotides may be derivatized by formation of a methyl or ethyl phosphotriester or an alkyl 
phosphoramidate linkage. Furthermore, the polynucleotides herein may also be modified with a 
5 label capable of providing a detectable signal, either directly or indirectly. Exemplary labels 
include radioisotopes, fluorescent molecules, biotin, and the like. 

A "coding sequence" or a sequence "encoding" an expression product, such as a 
RNA, polypeptide, protein, or enzyme, is a nucleotide sequence that, when expressed, results in 
the production of that RNA, polypeptide, protein, or enzyme, i.e., the nucleotide sequence 
10 encodes an amino acid sequence for that polypeptide, protein or enzyme. A coding sequence for 
O a protein may include a start codon (usually ATG) and a stop codon. 
CQ The term "gene", also called a "structural gene" means a DNA sequence that 

i2 codes ibr or corresponds to a particular sequence of amino acids which comprise all or part of 
; f one or more proteins or enzymes, and may or may not include regulatory DNA sequences, such 
15:2 as promoter sequences, which determine for example the conditions under which the gene is 
r% expressed. Some genes, which are not structural genes, may be transcribed from DNA to RNA, 
];JJ but are not translated into an amino acid sequence. Other genes may function as regulators of 
CO structural genes or as regulators of DNA transcription. In a specific embodiment, the term 
il "gene" refers to the gene as found in the chromosome, including non-coding sequences (introns 
20 and 5' and 3' untranslated sequences) and non-transcribed sequences (such as the promoter and 
any other transcriptional control sequence), such as an enhancer or repressor sequence). 

A "promoter sequence" is a DNA regulatory region capable of binding RNA 
polymerase in a cell and initiating transcription of a downstream (3 r direction) coding sequence. 
For purposes of defining the present invention, the promoter sequence is bounded at its 3' 
25 terminus by the transcription initiation site and extends upstream (5' direction) to include the 
minimum number of bases or elements necessary to initiate transcription at levels detectable 
above background. Within the promoter sequence will be found a transcription initiation site 
(conveniently defined for example, by mapping with nuclease SI), as well as protein binding 
domains (consensus sequences) responsible for the binding of RNA polymerase. 
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A coding sequence is "under the control" or "operatively associated with" of 
transcriptional and translational control sequences in a cell when RNA polymerase transcribes 
the coding sequence into mRNA, which is then trans-RNA spliced (if it contains introns) and 
translated into the protein encoded by the coding sequence. 
5 The term "host cell" means any cell or any organism that is selected, modified, 

transformed, grown, or used or manipulated in any way, for the production of a substance by the 
cell, for example the expression by the cell of a gene, a DNA or RNA sequence, a protein or an 
enzyme. Host cells can further be used for screening or other assays, as described infra. 

The terms "express" and "expression" mean allowing or causing the information 
10 in a gene or DNA sequence to become manifest, for example producing a protein by activating 
O the cellular functions involved in transcription and translation of a corresponding gene or DNA 
m sequence. A DNA sequence is expressed in or by a cell to form an "expression product" such as 
Si V a protein. The expression product itself , e.g. the resulting protein, may also be said to be 
"expressed" by the cell. An expression product can be characterized as intracellular, 
1SE extracellular or secreted. The term "intracellular" means something that is inside a cell. The term 
J "extracellular" means something that is outside a cell, such as a transmembrane or membrane- 
zl associated protein. A substance is "secreted" by a cell if it appears in significant measure outside 
m the cell, from somewhere on or inside the cell. 

12 The term "transfection" means the introduction of a heterologous nucleic acid into 

20 a cell. The term "transformation" or "transduction" means the introduction of a heterologous 

gene, DNA or RNA sequence to a host cell, so that the host cell will express the introduced gene 
or sequence to produce a desired substance, typically a protein or enzyme coded by the 
introduced gene or sequence. The introduced gene or sequence may also be called a "cloned" or 
"foreign" gene or sequence, may include regulatory or control sequences, such as start, stop, 
25 promoter, signal, secretion, or other sequences used by a cell's genetic machinery. The gene or 
sequence may include nonfunctional sequences or sequences with no known function. A host 
cell that receives and expresses introduced DNA or RNA has been "transformed" and is a 
"transformant" or a "clone." The DNA or RNA introduced to a host cell can come from any 
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source, including cells of the same genus or species as the host cell, or cells of a different genus 
or species. 

The terms "vector", "cloning vector" and "expression vector" mean the vehicle by 
which a DNA or RNA sequence (e.g. a foreign gene) can be introduced into a host cell, so as to 
transform the host and promote expression (e.g. transcription and translation) of the introduced 
sequence. Vectors include plasmids, phages, viruses, etc. 

Vectors typically comprise the DNA of a transmissible agent, into which foreign 
DNA is inserted. A common way to insert one segment of DNA into another segment of DNA 
involves the use of enzymes called restriction enzymes that cleave DNA at specific sites 
(specific groups of nucleotides) called restriction sites, A "cassette" refers to a DNA coding 
sequence or segment of DNA that codes for an expression product that can be inserted into a 
vector at defined restriction sites. The cassette restriction sites are designed to ensure insertion of 
the cassette in the proper reading frame. Generally, heterologous DNA is inserted at one or more 
restriction sites of the vector DNA, and then is carried by the vector into a host cell along with 
the transmissible vector DNA. A segment or sequence of DNA having inserted or added DNA, 
such as an expression vector, can also be called a "DNA construct." A common type of vector is 
a "plasmid", which generally is a self-contained molecule of double-stranded DNA, usually of 
bacterial origin, that can readily accept additional (foreign) DNA and which can readily 
introduced into a suitable host cell. A plasmid vector often contains coding DNA and promoter 
DNA and has one or more restriction sites suitable for inserting foreign DNA. Coding DNA is a 
DNA sequence that encodes a particular amino acid sequence for a particular protein or enzyme. 
Promoter DNA is a DNA sequence which initiates, regulates, or otherwise mediates or controls 
the expression of the coding DNA. Promoter DNA and coding DNA may be from the same gene 
or from different genes, and may be from the same or different organisms. A large number of 
vectors, including plasmid and fungal vectors, have been described for replication and/or 
expression in a variety of eukaryotic and prokaryotic hosts. Non-limiting examples include pKK 
plasmids (Clonetech), pUC plasmids, pET plasmids (Novagen, Inc., Madison, WI), pRSET or 
pREP plasmids (Invitrogen, San Diego, CA), or pMAL plasmids (New England Biolabs, 
Beverly, MA), and many appropriate host cells, using methods disclosed or cited herein or 
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otherwise known to those skilled in the relevant art. Recombinant cloning vectors will often 
include one or more replication systems for cloning or expression, one or more markers for 
selection in the host, e.g. antibiotic resistance, and one or more expression cassettes. 

The term "expression system" means a host cell and compatible vector under 
5 suitable conditions, e.g. for the expression of a protein coded for by foreign DNA carried by the 
vector and introduced to the host cell. Common expression systems include E. coli host cells and 
plasmid vectors, and insect host cells and Baculovirus vectors. 

The term "heterologous" refers to a combination of elements not naturally 
occurring. For example, heterologous DNA refers to DNA not naturally located in the cell, or in 
10 a chromosomal site of the cell. Preferably, the heterologous DNA includes a gene foreign to the 
O cell. A heterologous expression regulatory element is a such an element operatively associated 
m with a different gene than the one it is operatively associated with in nature. In the context of the 
!7 present invention, an MCOLN1 gene is heterologous to the vector DNA in which it is inserted for 
= P cloning or expression, and it is heterologous to a host cell containing such a vector, in which it is 
15.:5 expressed, e.g., a CHO cell. 
^ The terms "mutant" and "mutation" mean any detectable change in genetic 

material, e.g. DNA, or any process, mechanism, or result of such a change. This includes gene 
in mutations, in which the structure (e.g. DNA sequence) of a gene is altered, any gene or DNA 
I't arising from any mutation process, and any expression product (e.g. protein or enzyme) 
20 expressed by a modified gene or DNA sequence. The term "variant" may also be used to 

indicate a modified or altered gene, DNA sequence, enzyme, cell, etc., i.e., any kind of mutant. 

"Sequence-conservative variants" of a polynucleotide sequence are those in which 
a change of one or more nucleotides in a given codon position results in no alteration in the 
amino acid encoded at that position. 
25 "Function-conservative variants" are those in which a given amino acid residue in 

a protein or enzyme has been changed without altering the overall conformation and function of 
the polypeptide, including, but not limited to, replacement of an amino acid with one having 
similar properties (such as, for example, polarity, hydrogen bonding potential, acidic, basic, 
hydrophobic, aromatic, and the like). Amino acids with similar properties are well known in the 
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art For example, arginine, histidine and lysine are hydrophilic-basic amino acids and may be 
interchangeable. Similarly, isoleucine, a hydrophobic amino acid, may be replaced with leucine, 
methionine or valine. Such changes are expected to have little or no effect on the apparent 
molecular weight or isoelectric point of the protein or polypeptide. Amino acids other than those 
5 indicated as conserved may differ in a protein or enzyme so that the percent protein or amino acid 
sequence similarity between any two proteins of similar function may vary and may be, for 
example, from 70% to 99% as determined according to an alignment scheme such as by the 
Cluster Method, wherein similarity is based on the MEGALIGN algorithm. A 
"function-conservative variant" also includes a polypeptide or enzyme which has at least 60 % 
10 amino acid identity as determined by BLAST or FASTA algorithms, preferably at least 75%, 
G most preferably at least 85%, and even more preferably at least 90%, and which has the same or 
fio substantially similar properties or functions as the native or parent protein or enzyme to which it 

ii 

is compared. 

jf As used herein, the term "homologous" in all its grammatical forms and spelling 

1 5 P variations refers to the relationship between proteins that possess a "common evolutionary 

O origin," including proteins from superfamilies (e.g., the immunoglobulin superfamily) and 

fl homologous proteins from different species (e.g., myosin light chain, etc.) (Reeck et aL, Cell 

CO 50:667, 1987). Such proteins (and their encoding genes) have sequence homology, as reflected 

if"! 

11 by their sequence similarity, whether in terms of percent similarity or the presence of specific 
20 residues or motifs. 

Accordingly, the term "sequence similarity" in all its grammatical forms refers to 
the degree of identity or correspondence between nucleic acid or amino acid sequences of 
proteins that may or may not share a common evolutionary origin (see Reeck et al, supra). 
However, in common usage and in the instant application, the term "homologous," when 
25 modified with an adverb such as "highly " may refer to sequence similarity and may or may not 
relate to a common evolutionary origin. 

In a specific embodiment, two DNA sequences are "substantially homologous" or 
"substantially similar" when at least about 80%, and most preferably at least about 90 or 95%) of 
the nucleotides match over the defined length of the DNA sequences, as determined by sequence 
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comparison algorithms, such as BLAST, FASTA, DNA Strider, etc. An example of such a 
sequence is an allelic or species variant of the specific MCOLN1 genes of the invention. 
Sequences that are substantially homologous can be identified by comparing the sequences using 
standard software available in sequence data banks, or in a Southern hybridization experiment 
under, for example, stringent conditions as defined for that particular system. 

Similarly, in a particular embodiment, two amino acid sequences are 
"substantially homologous" or "substantially similar" when greater than 80% of the amino acids 
are identical, or greater than about 90% are similar (functionally identical). Preferably, the 
similar or homologous sequences are identified by alignment using, for example, the GCG 
(Genetics Computer Group, Program Manual for the GCG Package, Version 7, Madison, 
Wisconsin) pileup program, or any of the programs described above (BLAST, FASTA, etc.). 

A nucleic acid molecule is "hybridizable" to another nucleic acid 
molecule, such as a cDNA, genomic DNA, or RNA, when a single stranded form of the nucleic 
acid molecule can anneal to the other nucleic acid molecule under the appropriate conditions of 
temperature and solution ionic strength {see Sambrook et al, supra). The conditions of 
temperature and ionic strength determine the "stringency" of the hybridization. For preliminary 
screening for homologous nucleic acids, low stringency hybridization conditions, corresponding 
to a T m (melting temperature) of 55°C, can be used, e.g., 5x SSC, 0.1% SDS, 0.25% milk, and no 
formamide; or 30% formamide, 5x SSC, 0.5% SDS). Moderate stringency hybridization 
conditions correspond to a higher T m? e.g., 40% formamide, with 5x or 6x SCC. High stringency 
hybridization conditions correspond to the highest T m , e.g., 50% formamide, 5x or 6x SCC. SCC 
is a 0.1 5M NaCl, 0.01 5M Na-citrate. Hybridization requires that the two nucleic acids contain 
complementary sequences, although depending on the stringency of the hybridization, 
mismatches between bases are possible. The appropriate stringency for hybridizing nucleic acids 
depends on the length of the nucleic acids and the degree of complementation, variables well 
known in the art. The greater the degree of similarity or homology between two nucleotide 
sequences, the greater the value of T m for hybrids of nucleic acids having those sequences. The 
relative stability (corresponding to higher T J of nucleic acid hybridizations decreases in the 
following order: RNA:RNA, DNA:RNA, DNA:DNA. For hybrids of greater than 100 
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nucleotides in length, equations for calculating T m have been derived (see Sambrook et aL 9 supra, 
9.50-9.51). For hybridization with shorter nucleic acids, i.e., oligonucleotides, the position of 
mismatches becomes more important, and the length of the oligonucleotide determines its 
specificity (see Sambrook et aL, supra, 1 1.7-1 1.8). A minimum length for a hybridizable nucleic 
5 acid is at least about 10 nucleotides; preferably at least about 15 nucleotides; and more preferably 
the length is at least about 20 nucleotides. 

In a specific embodiment, the term "standard hybridization conditions" refers to a 
T m of 55 °C, and utilizes conditions as set forth above. In a preferred embodiment, the T m is 
60°C; in a more preferred embodiment, the T m is 65°C. In a specific embodiment, "high 
10 stringency" refers to hybridization and/or washing conditions at 68 °C in 0.2XSSC, at 42°C in 
O 50% fbrmamide, 4XSSC, or under conditions that afford levels of hybridization equivalent to 
CO those observed under either of these two conditions. 

il As used herein, the term "oligonucleotide" refers to a nucleic acid, generally of at 

s t least 10, preferably at least 15, and more preferably at least 20 nucleotides, preferably no more 
15 C than 100 nucleotides, that is hybridizable to a genomic DNA molecule, a cDNA molecule, or an 
r ] mRNA molecule encoding a gene, mRNA, cDNA, or other nucleic acid of interest. 
;;0 Oligonucleotides can be labeled, e.g., with 32 P-nucleotides or nucleotides to which a label, such 
CO as biotin, has been covalently conjugated. In one embodiment, a labeled oligonucleotide can be 
il used as a probe to detect the presence of a nucleic acid. In another embodiment, oligonucleotides 
20 (one or both of which may be labeled) can be used as PCR primers, either for cloning full length 
or a fragment of MCOLN1, or to detect the presence of nucleic acids encoding MCOLNL In a 
further embodiment, an oligonucleotide of the invention can form a triple helix with a MCOLN1 
DNA molecule. In still another embodiment, a library of oligonucleotides arranged on a solid 
support, such as a silicon wafer or chip, can be used to detect various polymorphisms of interest. 
25 Generally, oligonucleotides are prepared synthetically, preferably on a nucleic acid synthesizer. 

Accordingly, oligonucleotides can be prepared with non-naturally occurring phosphoester analog 
bonds, such as thioester bonds, etc. 

The present invention provides antisense nucleic acids (including ribozymes), 
which may be used to inhibit expression of MCOLN1 of the invention. An "antisense nucleic 
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to 

acid" is a single stranded nucleic acid molecule which, on hybridizing under cytoplasmic 
conditions with complementary bases in an RNA or DNA molecule, inhibits the latter's role. If 
the RNA is a messenger RNA transcript, the antisense nucleic acid is a countertranscript or 
mRNA-interfering complementary nucleic acid. As presently used, "antisense" broadly includes 
5 RNA-RNA interactions, RNA-DNA interactions, ribozymes and RNase-H mediated arrest. 

Antisense nucleic acid molecules can be encoded by a recombinant gene for expression in a cell 
(e.g., U.S. Patent No. 5,814,500; U.S. Patent No. 5,81 1,234), or alternatively they can be 
prepared synthetically (e.g., U.S. Patent No. 5,780,607). 

Specific non-limiting examples of synthetic oligonucleotides envisioned for this 
1 0 invention include oligonucleotides that contain phosphorothioates, phosphotriesters, methyl 
O phosphonates, short chain alkyl, or cycloalkl intersugar linkages or short chain heteroatomic or 
CO heterocyclic intersugar linkages. Most preferred are those with CH 2 -NH-0-CH 2 , CH 2 -N(CH 3 )-0- 
fl CH 2 , CH 2 -0-N(CH 3 )-CH 2 , CH 2 -N(CH 3 )-N(CH 3 )-CH 2 and 0-N(CH 3 )-CH 2 -CH 2 backbones 
t (where phosphodiester is 0-P0 2 -0-CH 2 ). US Patent No. 5,677,437 describes heteroaromatic 
1 5 S olignucleoside linkages. Nitrogen linkers or groups containing nitrogen can also be used to 
O prepare oligonucleotide mimics (U.S. Patents No. 5,792,844 and No. 5,783,682). US Patent No. 
Hi 5,637,684 describes phosphoramidate and phosphorothioamidate oligomeric compounds. Also 
CO envisioned are oligonucleotides having morphohno backbone structures (US. Pat. No. 
S I 5,034,506). In other embodiments, such as the peptide-nucleic acid (PNA) backbone, the 
20 phosphodiester backbone of the oligonucleotide may be replaced with a polyamide backbone, the 
bases being bound directly or indirectly to the aza nitrogen atoms of the polyamide backbone 
(Nielsen et al, Science 254:1497, 1991). Other synthetic oligonucleotides may contain 
substituted sugar moieties comprising one of the following at the 2' position: OH, SH, SCH 3 , F, 
OCN, 0(CH 2 ) n NH 2 or 0(CH 2 ) n CH 3 where n is from 1 to about 10; C, to C I0 lower alkyl, 
25 substituted lower alkyl, alkaryl or aralkyl; CI; Br; CN; CF 3 ; OCF 3 ; 0-; S-, or N-alkyl; 0-, S-, or 
N-alkenyl; SOCH 3 ; S0 2 CH 3 ; ON0 2 ;N0 2 ; N 3 ; NH 2 ; heterocycloalkyl; heterocycloalkaryl; 
aminoalkylamino; polyalkylamino; substituted silyl; a fluorescein moiety; an RNA cleaving 
group; a reporter group; an intercalator; a group for improving the pharmacokinetic properties of 
an oligonucleotide; or a group for improving the pharmacodynamic properties of an 
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oligonucleotide, and other substituents having similar properties. Oligonucleotides may also 
have sugar mimetics such as cyclobutyls or other carbocyclics in place of the pentofuranosyl 
group. Nucleotide units having nucleosides other than adenosine, cytidine, guanosine, thymidine 
and uridine, such as inosine, maybe used in an oligonucleotide molecule, 
etc.). 

MCOLN1 Nucleic Acids 

A gene encoding MCOLN1, whether genomic DNA or cDNA, can be isolated 
from any source, particularly from a human cDNA or genomic library. Methods for obtaining 
MCOLN1 gene are well known in the art, as described above {see, e.g., Sambrook et al, 1989, 
supra). The DNA may be obtained by standard procedures known in the art from cloned DNA 
(e.g., a DNA "library"), and preferably is obtained from a cDNA library prepared from tissues 
with high level expression of the protein (e.g., a neural, corneal, gastric, muscle, spleen, kidney, 
liver, or placenta cell library, since these are the cells that evidence levels of expression of 
MCOLN1), by chemical synthesis, by cDNA cloning, or by the cloning of genomic DNA, or 
fragments thereof, purified from the desired cell (See, for example, Sambrook et al, 1989, supra; 
Glover, D.M. (ed.), 1985, DNA Cloning: A Practical Approach, MRL Press, Ltd., Oxford, U.K. 
Vol. I, II). Clones derived from genomic DNA may contain regulatory and intron DNA regions 
in addition to coding regions; clones derived from cDNA will not contain intron sequences. 
Whatever the source, the gene should be molecularly cloned into a suitable vector for 
propagation of the gene. Identification of the specific DNA fragment containing the desired 
MCOLN1 gene may be accomplished in a number of ways. For example, a portion of a 
MCOLN1 gene exemplified infra can be purified and labeled to prepare a labeled probe, and the 
generated DNA may be screened by nucleic acid hybridization to the labeled probe (Benton and 
Davis, Science 196:180, 1977; Grunstein and Hogness, Proc. Natl. Acad. Sci. U.S.A. 72:3961, 
1975). Those DNA fragments with substantial homology to the probe, such as an allelic variant 
from another individual, will hybridize. In a specific embodiment, highest stringency 
hybridization conditions are used to identify a homologous MCOLN1 gene. 

In a specific embodiment, the invention provides a genomic sequence of the 
MCOLN1 gene (SEQ ID NO:l). It also provides a CDNA sequence (SEQ ID NO: 2). The 
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nucleic acids of the invention include an additional 186 amino acid N-terminal coding sequence 
relative to XP.008934 (NCBI). 

Further selection can be carried out on the basis of the properties of the gene, e.g., 
if the gene encodes a protein product having the isoelectric, electrophoretic, amino acid 
5 composition, partial or complete amino acid sequence, antibody binding activity, or ligand 

binding profile of MCOLN1 protein as disclosed herein. Thus, the presence of the gene may be 
detected by assays based on the physical, chemical, immunological, or functional properties of its 
expressed product. 

The present invention also relates to cloning vectors containing genes encoding 
10 analogs and derivatives of MCOLN1 of the invention, that have the same or homologous 
O functional activity as MCOLN1 . The production and use of derivatives related to MCOLN1 , 
CO including MCOLN1 mutants, are within the scope of the present invention. For example, a 
tl truncated form of MCOLN1 can be provided. Such a truncated form includes MCOLN1 with a 
;t deletion. In a specific embodiment, the derivative is functionally active, i.e. , capable of 
154- exhibiting one or more functional activities associated with a full-length, wild-type MCOLN1 of 
o the invention. Such functions include mRNA translation into protein (i.e., ribosome function). 

MCOLN1 derivatives can be made by altering encoding nucleic acid sequences by 
CO substitutions, additions or deletions that provide for functionally similar molecules, Le. 9 

molecules that perform one or more MCOLN1 functions. Alternatively, non-functional or less 
20 functional mutant forms of MCOLN1 , that may for example transport or secret vesicular contents 
less effectively than wild type, can be prepared as discussed above. Sequence variants can be 
created to introduce or eliminate restriction in enzyme cleavage sites. In a specific embodiment, 
infra, the mutation is selected from the following Table: 



Table 1. MCOLN1 Mutations 



Haplotype 


Nucleotide change 


Mutation type 


Amino acid change 


AJ major 


g.5534A>G 


splice 




AJ minor 


g.511-6944del 


6434-bp genomic del 




18 (A J) 


g.511-6944del 
c.l334-1335insT 


6434-bp genomic del 
frameshift* 
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HaDlotvDe 


Nucleotide change 


Mutation type 


Amino acid change 


20 (AJ) 


g.5534A>G 


splice 


- 




c.l346-1348delCTT 


aa del 


F408del 


44(AJ) 


g.5534A>G 
unknown 


splice 


- 


48 (NJ) 


g.9107A>G a 


splice 


454-469del 


41 (NJ) 


c.l461G>T 


aa substitution 


V446L 


42 (NJ) 


c.429C>T 


nonsense 


T> 1 flO V 

K1UZA 




c.l209G>T 


aa substitution 


D362T 


50 (NJ) 


g.511-6944del 


6434-bp genomic del 






c.598-599delCC 


frameshift* 




53 (NJ) 


c.639C>T 


nonsense 


R172X 




g.9107A>G a 


splice 




g. mutations denoted using genomic sequence (AF287270), c. mutation denoted using cDNA sequence 
(AF287269), *translational frameshift mutations that result in termination codons, a bp substitution 
creates a new preferred splice acceptor site that results in the deletion of 15 AA. (Nomenclature 
according to Antonarkis, Hum. Mutat. 198,11:1-3) 



Other DNA sequences which encode substantially the same amino acid sequence 
as a MCOLN1 gene may be used in the practice of the present invention. These include but are 
not limited to allelic variants, species variants, sequence conservative variants, and functional 
variants, e.g., NCB1 XP.008934. 

Amino acid substitutions may also be introduced to substitute an amino acid with 
a particularly preferable property. For example, a Cys may be introduced a potential site for 
disulfide bridges with another Cys. 

The genes encoding MCOLN1 derivatives and analogs of the invention can be 
produced by various methods known in the art. The manipulations which result in their 
production can occur at the gene or protein level. For example, the cloned MCOLN1 gene 
sequence can be modified by any of numerous strategies known in the art (Sambrook et aL 9 1989, 
supra). The sequence can be cleaved at appropriate sites with restriction endonuclease(s), 
followed by further enzymatic modification if desired, isolated, and ligated in vitro. In the 
production of the gene encoding a derivative or analog of MCOLN1, care should be taken to 
ensure that the modified gene remains within the same translational reading frame as the 
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MC0LN1 gene, uninterrupted by translational stop signals, in the gene region where the desired 
activity is encoded. 

Additionally, the MCOLN1 -encoding nucleic acid sequence can be mutated in 
vitro or in vivo, to create and/or destroy translation, initiation, and/or termination sequences, or to 
create variations in coding regions and/or form new restriction endonuclease sites or destroy 
preexisting ones, to facilitate further in vitro modification. Such modifications can be made to 
introduce restriction sites and facilitate cloning the MCOLN1 gene into an expression vector. 
Any technique for mutagenesis known in the art can be used, including but not limited to, in vitro 
site-directed mutagenesis (Hutchinson, C, et al, J. Biol. Chem. 253:6551, 1978; Zoller and 
Smith, DNA 3:479-488, 1984; Oliphant et al, Gene 44:177, 1986; Hutchinson et al, Proc. Natl. 
Acad. Sci. U.S.A. 83:710, 1986), use of TAB" linkers (Pharmacia), etc. PCR techniques are 
preferred for site directed mutagenesis (see Higuchi, 1989, "Using PCR to Engineer DNA", in 
PCR Technology: Principles and Applications for DNA Amplification, H. Erlich, ed., Stockton 

Press, Chapter 6, pp. 61-70). 

The identified and isolated gene can then be inserted into an appropriate cloning 
vector. A large number of vector-host systems known in the art may be used. Possible vectors 
include, but are not limited to, plasmids or modified viruses, but the vector system must be 
compatible with the host cell used. Examples of vectors include, but are not limited to, E. coli, 
bacteriophages such as lambda derivatives, or plasmids such as pBR322 derivatives or pUC 
plasmid derivatives, e.g., pGEX vectors, pmal-c, pFLAG, etc. The insertion into a cloning vector 
can, for example, be accomplished by ligating the DNA fragment into a cloning vector which has 
complementary cohesive termini. However, if the complementary restriction sites used to 
fragment the DNA are not present in the cloning vector, the ends of the DNA molecules may be 
enzymatically modified. Alternatively, any site desired may be produced by ligating nucleotide 
sequences (linkers) onto the DNA termini; these ligated linkers may comprise specific 
chemically synthesized oligonucleotides encoding restriction endonuclease recognition 
sequences. 

Recombinant molecules can be introduced into host cells via transformation, 
transfection, infection, electroporation, etc., so that many copies of the gene sequence are 
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generated. Preferably, the cloned gene is contained on a shuttle vector plasmid, which provides 
for expansion in a cloning cell, e.g.,E. coli, and facile purification for subsequent insertion into 
an appropriate expression cell line, if such is desired. For example, a shuttle vector, which is a 
vector that can replicate in more than one type of organism, can be prepared for replication in 
both E. coli and Saccharomyces cerevisiae by linking sequences from an E. coli plasmid with 
sequences form the yeast 2m plasmid. 

Expression ofMCOLNl Polypeptides 
The nucleotide sequence coding for MCOLN1, or antigenic fragment, derivative 
or analog thereof, or a functionally active derivative, including a chimeric protein, thereof, can be 
inserted into an appropriate expression vector, i.e., a vector which contains the necessary 
elements for the transcription and translation of the inserted protein-coding sequence. Thus, a 
nucleic acid encoding MCOLN1 of the invention can be operationally associated with a promoter 
in an expression vector of the invention. Both cDNA and genomic sequences can be cloned and 
expressed under control of such regulatory sequences. Such vectors can be used to express 
functional or functionally inactivated MCOLN1 polypeptides. As used herein, an "MCOLN1 
polypeptide" refers to all or a portion ofMCOLNl. The portion ofMCOLNl preferably binds to 
a binding partner of MCOLN1 , such as a MCOLN1 -specific antibody, or a small molecule 

modulator ofMCOLNl. 

The necessary transcriptional and translational signals can be provided on a 
recombinant expression vector, or they maybe supplied by the native gene encoding MCOLN1 

and/or its flanking regions. 

Potential host-vector systems include but are not limited to mammalian cell 
systems infected with virus (e.g., vaccinia virus, adenovirus, adeno-associated virus, herpes 
virus, etc.); insect cell systems infected with virus (e.g., baculovirus); microorganisms such as 
yeast containing yeast vectors; or bacteria transformed with bacteriophage, DNA, plasmid DNA, 
or cosmid DNA. The expression elements of vectors vary in their strengths and specificities. 
Depending on the host- vector system utilized, any one of a number of suitable transcription and 
translation elements may be used. 
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In particular, yeast expression systems can also be used according to the invention 
to express MCOLN1. For example, the non-fusion pYES2 vector (Xbal, Sphl, Shol, Notl, GstXl, 
EcoW, BstXl, BamUl , Sad, Kpn 1 , and HindM cloning sit; Invitrogen) or the fusion pYESHisA, 
B, C (Xbal, Sphl, Shol, Notl, BstXl, EcoBl, BamUl, Sad, Kpnl, and Hindm cloning site, N- 
terminal peptide purified with ProBond resin and cleaved with enterokinase; Invitrogen), to 
mention just two, can be employed according to the invention. 

Expression of MCOLN1 protein may be controlled by any promoter/enhancer 
element known in the art, but these regulatory elements must be functional in the host selected 
for expression. Promoters which may be used to control MCOLN1 gene expression include, but 
are not limited to, cytomegalovirus (CMV) promoter, the SV40 early promoter region (Benoist 
and Chambon, 1981, Nature 290:304-310), the promoter contained in the 3' long terminal repeat 
of Rous sarcoma virus (Yamamoto, et al, Cell 22:787-797, 1980), the herpes thymidine kinase 
promoter (Wagner et al, Proc. Natl. Acad. Sci. U.S.A. 78:1441-1445, 1981), the regulatory 
sequences of the metallothionein gene (Brinster et al, Nature 296:39-42, 1982); prokaryotic 
expression vectors such as the P-lactamase promoter (Villa-Komaroff, et al, Proc. Natl. Acad. 
Sci. U.S.A. 75:3727-3731, 1978), or the tac promoter (DeBoer, et al, Proc. Natl. Acad. Sci. 
U.S.A. 80:21-25, 1983); see also "Useful proteins from recombinant bacteria" in Scientific 
American, 242:74-94, 1980; promoter elements from yeast or other fungi such as the Gal 4 
promoter, the ADC (alcohol dehydrogenase) promoter, PGK (phosphoglycerol kinase) promoter, 
and alkaline phosphatase promoter. 

Vectors 

A wide variety of host/expression vector combinations may be employed in 
expressing the DNA sequences of this invention. Useful expression vectors, for example, may 
consist of segments of chromosomal, non-chromosomal and synthetic DNA sequences. Suitable 
vectors include derivatives of SV40 and known bacterial plasmids, e.g., E. coli plasmids col El, 
pCRl, pBR322, pMal-C2, pET, pGEX (Smith et al, Gene 67:31-40, 1988), pMB9 and their 
derivatives, plasmids such as RP4; phage DNAS, e.g., the numerous derivatives of phage 1, e.g., 
NM989, and other phage DNA, e.g., M13 and filamentous single stranded phage DNA; yeast 
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plasmids such as the 2m plasmid or derivatives thereof; vectors useful in eukaryotic cells, such as 
vectors useful in insect or mammalian cells; vectors derived from combinations of plasmids and 
phage DNAs, such as plasmids that have been modified to employ phage DNA or other 
expression control sequences; and the like. 

Preferred vectors are viral vectors, such as lentiviruses, retroviruses, herpes 
viruses, adenoviruses, adeno-associated viruses, vaccinia virus, baculovirus, and other 
recombinant viruses with desirable cellular tropism. Thus, a gene encoding a functional or 
mutant MCOLN1 protein or polypeptide domain fragment thereof can be introduced in vivo, ex 
vivo, or in vitro using a viral vector or through direct introduction of DNA. Expression in 
targeted tissues can be effected by targeting the transgenic vector to specific cells, such as with a 
viral vector or a receptor ligand, or by using a tissue-specific promoter, or both. Targeted gene 
delivery is described in International Patent Publication WO 95/28494, published October 1995. 

Viral vectors commonly used for in vivo, ex vivo or in vitro targeting and therapy 
procedures are DNA-based vectors and retroviral vectors. Methods for constructing and using 
viral vectors are known in the art (see, e.g., Miller and Rosman, BioTechniques 1992, 7:980- 
990). Preferably, the viral vectors are replication defective, that is, they are unable to replicate 
autonomously in the target cell. In general, the genome of the replication defective viral vectors 
which are used within the scope of the present invention lack at least one region which is 
necessary for the replication of the virus in the infected cell. These regions can either be 
eliminated (in whole or in part), be rendered non-functional by any technique known to a person 
skilled in the art. These techniques include the total removal, substitution (by other sequences, in 
particular by the inserted nucleic acid), partial deletion or addition of one or more bases to an 
essential (for replication) region. Such techniques may be performed in vitro (on the isolated 
DNA) or in situ, using the techniques of genetic manipulation or by treatment with mutagenic 
agents. Preferably, the replication defective virus retains the sequences of its genome which are 
necessary for encapsidating the viral particles. 

DNA viral vectors include an attenuated or defective DNA virus, such as but not 
limited to herpes simplex virus (HSV), papillomavirus, Epstein Barr virus (EBV), adenovirus, 
adeno-associated virus (AAV), and the like. Defective viruses, which entirely or almost entirely 
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lack viral genes, are preferred. Defective virus is not infective after introduction into a cell. Use 
of defective viral vectors allows for administration to cells in a specific, localized area, without 
concern that the vector can infect other cells. Thus, a specific tissue can be specifically targeted. 
Examples of particular vectors include, but are not limited to, a defective herpes virus 1 (HSV1) 
vector (Kaplitt et al, Molec. Cell. Neurosci. 1991, 2:320-330), defective herpes virus vector 
lacking a glyco-protein L gene (Patent Publication RD 371005 A), or other defective herpes virus 
vectors (PCT Publication Nos. WO 94/21807 and WO 92/05263); an attenuated adenovirus 
vector, such as the vector described by Stratford-Perricaudet et al. (J. Clin. Invest. 1992 90:626- 
630; see also La Salle et al, Science 1993, 259:988-990); and a defective adeno-associated virus 
vector (Samulski et al, J. Virol. 1987 61:3096-3101; Samulski et al., J. Virol. 1989, 63:3822- 
3828; Lebkowski et al, Mol. Cell. Biol. 1988, 8:3988-3996). 

Various companies produce viral vectors commercially, including but by no 
means limited to Avigen, Inc. (Alameda, CA; AAV vectors), Cell Genesys (Foster City, CA; 
retroviral, adenoviral, AAV vectors, and lentiviral vectors), Clontech (retroviral and baculoviral 
vectors), Genovo, Inc. (Sharon Hill, PA; adenoviral and AAV vectors), Genvec (adenoviral 
vectors), IntroGene (Leiden, Netherlands; adenoviral vectors), Molecular Medicine (retroviral, 
adenoviral, AAV, and herpes viral vectors), Norgen (adenoviral vectors), Oxford BioMedica 
(Oxford, United Kingdom; lentiviral vectors), and Transgene (Strasbourg, France; adenoviral, 
vaccinia, retroviral, and lentiviral vectors). 

Preferably, for in vivo administration, an appropriate immunosuppressive 
treatment is employed in conjunction with the viral vector, e.g., adenovirus vector, to avoid 
immuno-deactivation of the viral vector and transfected cells. For example, immunosuppressive 
cytokines, such as interleukin-12 (IL-12), interferon-g (IFN-g), or anti-CD4 antibody, can be 
administered to block humoral or cellular immune responses to the viral vectors {see, e.g., 
Wilson, Nature Medicine, 1995). In that regard, it is advantageous to employ a viral vector that 
is engineered to express a minimal number of antigens. 

Adenovirus vectors. Adenoviruses are eukaryotic DNA viruses that can be 
modified to efficiently deliver a nucleic acid of the invention to a variety of cell types. Various 
serotypes of adenovirus exist. Of these serotypes, preference is given, within the scope of the 
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present invention, to using type 2 or type 5 human adenoviruses (Ad 2 or Ad 5) or adenoviruses 
of animal origin (see W094/26914). Those adenoviruses of animal origin which can be used 
within the scope of the present invention include adenoviruses of canine, bovine, murine 
(example: Mavl, Beard et al, Virology 75 (1990) 81), ovine, porcine, avian, and simian 
(example: SAV) origin. Preferably, the adenovirus of animal origin is a canine adenovirus, more 
preferably a CAV2 adenovirus (e.g. Manhattan or A26/61 strain (ATCC VR-800), for example). 

Preferably, the replication defective adenoviral vectors of the invention comprise 
the ITRs, an encapsidation sequence and the nucleic acid of interest. Still more preferably, at 
least the El region of the adenoviral vector is non-functional. The deletion in the El region 
preferably extends from nucleotides 455 to 3329 in the sequence of the Ad5 adenovirus (PvuII- 
BglE fragment) or 382 to 3446 (Hinffl-Sau3A fragment). Other regions may also be modified, in 
particular the E3 region (WO95/02697), the E2 region (W094/28938), the E4 region 
(W094/28152, W094/12649 and WO95/02697), or in any of the late genes L1-L5. 

In a specific embodiment, the adenoviral vector has a deletion in the El region 
(Ad 1.0). Examples of El-deleted adenoviruses are disclosed in EP 185,573, the contents of 
which are incorporated herein by reference, hi another embodiment, the adenoviral vector has a 
deletion in the El and E4 regions (Ad 3.0). Examples of El/E4-deleted adenoviruses are 
disclosed in WO95/02697 and W096/22378, the contents of which are incorporated herein by 
reference. In still another preferred embodiment, the adenoviral vector has a deletion in the El 
region into which the E4 region and the nucleic acid sequence are inserted (see FR94 13355, the 
contents of which are incorporated herein by reference). 

The replication defective recombinant adenoviruses according to the invention can 
be prepared by any technique known to the person skilled in the art (Levrero et al. , Gene 101 : 195 
1991; EP 185 573; Graham, EMBO J. 3:2917, 1984). In particular, they can be prepared by 
homologous recombination between an adenovirus and aplasmid which carries, inter alia, the 
DNA sequence of interest. The homologous recombination is effected following cotransfection 
of the said adenovirus and plasmid into an appropriate cell line. The cell line which is employed 
should preferably (i) be transformable by the said elements, and (ii) contain the sequences which 
are able to complement the part of the genome of the replication defective adenovirus, preferably 
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in integrated form in order to avoid the risks of recombination. Examples of cell lines which 
maybe used are the human embryonic kidney cell line 293 (Graham et aL, J. Gen. Virol. 36:59 
1977) which contains the left-hand portion of the genome of an Ad5 adenovirus (12%) integrated 
into its genome, and cell lines which are able to complement the El and E4 functions, as 
5 described in applications W094/26914 and WO95/02697. Recombinant adenoviruses are 

recovered and purified using standard molecular biological techniques, which are well known to 

one of ordinary skill in the art. 

Adeno-associated viruses. The adeno-associated viruses (AAV) are DNA viruses 
of relatively small size which can integrate, in a stable and site-specific manner, into the genome 
10 of the cells which they infect. They are able to infect a wide spectrum of cells without inducing 
Q any effects on cellular growth, morphology or differentiation, and they do not appear to be 
rE involved in human pathologies. The AAV genome has been cloned, sequenced and 

characterized. It encompasses approximately 4700 bases and contains an inverted terminal 
*P repeat (ITR) region of approximately 145 bases at each end, which serves as an origin of 
15 E replication for the virus. The remainder of the genome is divided into two essential regions 
U which carry the eneapsidation functions: the left-hand part of the genome, which contains the rep 
IiO gene involved in viral replication and expression of the viral genes; and the right-hand part of the 
PJ genome, which contains the cap gene encoding the capsid proteins of the virus. 

The use of vectors derived from the AAVs for transferring genes in vitro and in 
20 vivo has been described (see WO 91/18088; WO 93/09239; US 4,797,368, US 5,139,941, EP 488 
528). These publications describe various AAV-derived constructs in which the rep and/or cap 
genes are deleted and replaced by a gene of interest, and the use of these constructs for 
transferring the said gene of interest in vitro (into cultured cells) or in vivo, (directly into an 
organism). The replication defective recombinant AAVs according to the invention can be 
25 prepared by cotransfecting a plasmid containing the nucleic acid sequence of interest flanked by 
two AAV inverted terminal repeat (ITR) regions, and a plasmid carrying the AAV eneapsidation 
genes (rep and cap genes), into a cell line which is infected with a human helper virus (for 
example an adenovirus). The AAV recombinants which are produced are then purified by 
standard techniques. 
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Retrovirus vectors. In another embodiment the gene can be introduced in a 
retroviral vector, e.g., as described in Anderson et al, U.S. Patent No. 5,399,346; Mann et al, 
1983, Cell 33:153; Temin et al, U.S. Patent No. 4,650,764; Temin et al, U.S. Patent No. 
4,980,289; Markowitz et al, 1988, J. Virol. 62:1 120; Temin et al, U.S. Patent No. 5,124,263; 
EP 453242, EP178220; Bernstein et al Genet. Eng. 7 (1985) 235; McCormick, BioTechnology 3 
(1985) 689; International Patent Publication No. WO 95/07358, published March 16, 1995, by 
Dougherty et al; and Kuo et al, 1993, Blood 82:845. The retroviruses are integrating viruses 
which infect dividing cells. The retrovirus genome includes two LTRs, an encapsidation 
sequence and three coding regions (gag, pol and env). In recombinant retroviral vectors, the gag, 
pol and env genes are generally deleted, in whole or in part, and replaced with a heterologous 
nucleic acid sequence of interest. These vectors can be constructed from different types of 
retrovirus, such as, HIV, MoMuLV ("murine Moloney leukaemia virus" MSV ("murine Moloney 
sarcoma virus"), HaSV ("Harvey sarcoma virus"); SNV ("spleen necrosis virus"); RSV ("Rous 
sarcoma virus") and Friend virus. Defective retroviral vectors are disclosed in WO95/02697. 

In general, in order to construct recombinant retroviruses containing a nucleic acid 
sequence, a plasmid is constructed which contains the LTRs, the encapsidation sequence and the 
coding sequence. This construct is used to transfect a packaging cell line, which cell line is able 
to supply in trans the retroviral functions which are deficient in the plasmid. In general, the 
packaging cell lines are thus able to express the gag, pol and env genes. Such packaging cell 
lines have been described in the prior art, in particular the cell line PA3 17 (US4,861 ,719); the 
PsiCRIP cell line (WO90/02806) and the GP+envAm-12 cell line (WO89/07150). In addition, 
the recombinant retroviral vectors can contain modifications within the LTRs for suppressing 
transcriptional activity as well as extensive encapsidation sequences which may include a part of 
the gag gene (Bender et al, J. Virol. 61 (1987) 1639). Recombinant retroviral vectors are 
purified by standard techniques known to those having ordinary skill in the art. 

Retroviral vectors can be constructed to function as infectious particles or to 
undergo a single round of transfection. In the former case, the virus is modified to retain all of its 
genes except for those responsible for oncogenic transformation properties, and to express the 
heterologous gene. Non-infectious viral vectors are manipulated to destroy the viral packaging 
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signal, but retain the structural genes required to package the co-introduced virus engineered to 
contain the heterologous gene and the packaging signals. Thus, the viral particles that are 
produced are not capable of producing additional virus. 

Lentivims vectors. In another embodiment, lentiviral vectors are can be used as 
agents for the direct delivery and sustained expression of a transgene in several tissue types, 
including brain, retina, muscle, liver and blood. The vectors can efficiently transduce dividing 
and nondividing cells in these tissues, and maintain long-term expression of the gene of interest. 
For a review, see, Naldini, Curr. Opin. Biotechnol., 9:457-63, 1998. 

Lentiviruses contain at least two regulatory genes, tat and rev, that are essential 
for replication, and four accessory genes that encode critical virulence factors. The viral 
sequences non-essential for transduction are eliminated, thereby improving the biosafety of this 
particular vector. Self-inactivating HIV-1 vectors are known, which have a deletion in the 3' 
long terminal repeat (LTR) including the TATA box, and significantly improve the biosafety of 
HlV-derived vectors by reducing the likelihood that replication-competent retroviruses will 
originate in the vector producer and target cells (Zufferey, et al, J. Virol., 72:9873-80, 1998). In 
addition, the deletion improves the potential performance of the vector by removing LTR 
sequences previously associated with transcriptional interference and suppression in vivo and by 
allowing the construction of more-stringent tissue-specific or regulatable vectors. 

Lentiviral packaging cell lines are available and known generally in the art. They 
facilitate the production of high-titer lentivims vectors for gene therapy. An example is a 
tetracycline-inducible VSV-G pseudotyped lentivirus packaging cell line which can generate 
virusparticles at titers greater than 106 IU/ml for at least 3 to 4 days (Kafri, et al.,J. Virol., 73: 
576-584, 1999). The vector produced by the inducible cell line can be concentrated as needed for 
efficiently transducing nondividing cells in vitro and in vivo. 

Non-viral vectors. In one embodiment, the vector can be introduced in vivo by 
lipofection, as naked DNA, or with other transfection facilitating agents (peptides, polymers, 
etc.). Synthetic cationic lipids can be used to prepare liposomes for in vivo transfection of a gene 
encoding a marker (Feigner, et. al., Proc. Natl. Acad. Sci. U.S.A. 84:7413-7417, 1987; Feigner 
and Ringold, Science 337:387-388, 1989; see Mackey, et al, Proc. Natl. Acad. Sci. U.S.A. 
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85:8027-8031, 1988; Ulmer et al, Science 259:1745-1748, 1993). Useful lipid compounds and 
compositions for transfer of nucleic acids are described in International Patent Publications 
W095/18863 and W096/17823, and in U.S. Patent No. 5,459,127. Lipids may be chemically 
coupled to other molecules for the purpose of targeting (see Mackey, et. al., supra). Targeted 
5 peptides, e.g., hormones or neurotransmitters, and proteins such as antibodies, or non-peptide 
molecules could be coupled to liposomes chemically. 

Other molecules are also useful for facilitating transfection of a nucleic acid in 
vivo, such as a cationic oligopeptide {e.g., International Patent Publication W095/21931), 
peptides derived from DNA binding proteins {e.g., International Patent Publication 
10 WO96/25508), or a cationic polymer (e.g., International Patent Publication W095/21931). 
P It is also possible to introduce the vector in vivo as a naked DNA plasmid. Naked 

CO DNA vectors can be introduced into the desired host cells by methods known in the art, e.g. , 
il electroporation, microinj ection, cell fusion, DEAE dextran, calcium phosphate precipitation, use 
t of a gene gun, or use of a DNA vector transporter (see, e.g., Wu et al,L Biol. Chem. 267:963- 
15 | 967, 1992; Wu and Wu, J. Biol. Chem. 263:14621-14624, 1988; Hartmut et al, Canadian Patent 
q Application No. 2,012,311, filed March 15, 1990; Williams et al, Proc. Natl. Acad. Sci. USA 
:;0 88:2726-2730, 1991). Receptor-mediated DNA delivery approaches can also be used (Curiel et 
3 al, Hum. Gene Ther. 3:147-154, 1992; Wu and Wu, J. Biol. Chem. 262:4429-4432, 1987). US 
K Patent Nos. 5,580,859 and 5,589,466 disclose delivery of exogenous DNA sequences, free of 
20 transfection facilitating agents, in a mammal. Recently, a relatively low voltage, high efficiency 
in vivo DNA transfer technique, termed electrotransfer, has been described (Mir et al, CP. Acad. 
Sci. 1998, 321:893; WO 99/01157; WO 99/01158; WO 99/01175). 

Antibodies to MCOLN1 

Antibodies to MCOLN1 are useful, inter alia, for diagnostics and intracellcular 
25 regulation of MCOLN1 activity, as set forth below. According to the invention, MCOLN1 
polypeptides produced recombinantly or by chemical synthesis, and fragments or other 
derivatives or analogs thereof, including fusion proteins, may be used as an immunogen to 
generate antibodies that recognize the MCOLN1 polypeptide. Such antibodies include but are 
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not limited to polyclonal, monoclonal, chimeric, single chain, Fab fragments, and an Fab 
expression library. Such an antibody is specific for human MCOLN1 ; it may recognize a mutant 
form of MCOLN1, or wild-type MCOLN1. 

Various procedures known in the art may be used for the production of polyclonal 
antibodies to MCOLN1 polypeptide or derivative or analog thereof. For the production of 
antibody, various host animals can be immunized by injection with the MCOLN1 polypeptide, or 
a derivative (e.g., fragment or fusion protein) thereof, including but not limited to rabbits, mice, 
rats, sheep, goats, etc. In one embodiment, the MCOLN1 polypeptide or fragment thereof can be 
conjugated to an immunogenic carrier, e.g., bovine serum albumin (BSA) or keyhole limpet 
hemocyanin (KLH). Various adjuvants maybe used to increase the immunological response, 
depending on the host species, including but not limited to Freund's (complete and incomplete), 
mineral gels such as aluminum hydroxide, surface active substances such as lysolecithin, 
pluronic polyols, polyanions, peptides, oil emulsions, keyhole limpet hemocyanins, 
dinitrophenol, and potentially useful human adjuvants such as BCG (bacille Calmette-Gueriri) 
and Corynebacterium parvum. 

For preparation of monoclonal antibodies directed toward the MCOLN1 
polypeptide, or fragment, analog, or derivative thereof, any technique that provides for the 
production of antibody molecules by continuous cell lines in culture may be used. These include 
but are not limited to the hybridoma technique originally developed by Kohler and Milstein 
(Nature 1975, 256:495-497), as well as the trioma technique, the human B-cell hybridoma 
technique (Kozbor et al 9 Immunology Today 198, 4:72; Cote et al 9 Proc. Natl. Acad. Sci. USA 
1983 80:2026-2030), and the EBV-hybridoma technique to produce human monoclonal 
antibodies (Cole et al 9 in Monoclonal Antibodies and Cancer Therapy, Alan R. Liss, Inc. 1985, 
pp. 77-96). In an additional embodiment of the invention, monoclonal antibodies can be 
produced in germ-free animals (PCT Publication No. WO 89/12690). In fact, according to the 
invention, techniques developed for the production of "chimeric antibodies" (Morrison et al 9 J. 
Bacterid. 1984, 159:870); Neuberger et al 9 Nature 1984, 312:604-608; Takeda et al 9 Nature 
1985, 314:452-454) by splicing the genes from a mouse antibody molecule specific for an 
MCOLN1 polypeptide together with genes from a human antibody molecule of appropriate 
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biological activity can be used; such antibodies are within the scope of this invention. Such 
human or humanized chimeric antibodies are preferred for use in therapy of human diseases or 
disorders (described infra), since the human or humanized antibodies are much less likely than 
xenogenic antibodies to induce an immune response, in particular an allergic response, 
themselves. 

Antibody fragments which contain the idiotype of the antibody molecule can be 
generated by known techniques. For example, such fragments include but are not limited to: the 
F(ab') 2 fragment which can be produced by pepsin digestion of the antibody molecule; the Fab' 
fragments which can be generated by reducing the disulfide bridges of the F(ab') 2 fragment, and 
the Fab fragments which can be generated by treating the antibody molecule with papain and a 
reducing agent. 

According to the invention, techniques described for the production of single 
chain antibodies (U.S. Patent Nos. 5,476,786 and 5,132,405 to Huston; U.S. Patent 4,946,778) 
can be adapted to produce MCOLN1 polypeptide-specific single chain antibodies. An additional 
embodiment of the invention utilizes the techniques described for the construction of Fab 
expression libraries (Huse et al, Science 1989, 246:1275-1281) to allow rapid and easy 
identification of monoclonal Fab fragments with the desired specificity for an MCOLN1 
polypeptide, or its derivatives, or analogs. 

In the production and use of antibodies, screening for or testing with the desired 
antibody can be accomplished by techniques known in the art, e.g., radioimmunoassay, ELISA 
(enzyme-linked immunosorbant assay), "sandwich" immunoassays, immunoradiometric assays, 
gel diffusion precipitin reactions, immunodiffusion assays, in situ immunoassays (using colloidal 
gold, enzyme or radioisotope labels, for example), Western blots, precipitation reactions, 
agglutination assays {e.g., gel agglutination assays, hemagglutination assays), complement 
fixation assays, immunofluorescence assays, protein A assays, and immunoelectrophoresis 
assays, etc. In one embodiment, antibody binding is detected by detecting a label on the primary 
antibody. In another embodiment, the primary antibody is detected by detecting binding of a 
secondary antibody or reagent to the primary antibody. In a further embodiment, the secondary 
antibody is labeled. Many means are known in the art for detecting binding in an immunoassay 
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and are within the scope of the present invention. For example, to select antibodies which 
recognize a specific epitope of an MCOLN1 polypeptide, one may assay generated hybridomas 
for a product which binds to an MCOLN1 polypeptide fragment containing such epitope. For 
selection of an antibody specific to an MCOLN1 polypeptide from a particular species of animal, 
5 one can select on the basis of positive binding with MCOLN1 polypeptide expressed by or 
isolated from cells of that species of animal. 

The foregoing antibodies can be used in methods known in the art relating to the 
localization and activity of the MCOLN1 polypeptide, e.g., for Western blotting, imaging 
MCOLN1 polypeptide in situ, measuring levels thereof in appropriate physiological samples, etc. 
1 0 using any of the detection techniques mentioned above or known in the art. Such antibodies can 
*2 also be used in assays for ligand binding, e.g., as described in US Patent No. 5,679,582. 
tQ In a specific embodiment, antibodies that agonize or antagonize the activity of 

il MCOLN1 polypeptide can be generated. In particular, intracellular single chain FV antibodies 
T can be used to regulate (inhibit) MCOLN1 . Such antibodies can be tested using the assays 
15"P described infra for identifying ligands. 

J;L! Screening and Chemistry 

f'O According to the present invention, nucleotide sequences derived from the gene 

U encoding a polymorphic form of a MCOLN1 , and peptide sequences derived from that 

polymorphic form of MCOLN1, are useful targets to identify drugs that are effective in treating 
20 aplastic, hypoplastic, or hyperproliferative disorders. Drug targets include without limitation (i) 
isolated nucleic acids derived from the gene encoding a MCOLN1 and (ii) isolated peptides and 
polypeptides derived from MCOLN1 polypeptides, each of which may comprise one or more 
polymorphic positions. 

In particular, identification and isolation of MCOLN1 provides for development 
25 of screening assays, particularly for high throughput screening of molecules that up- or down- 
regulate the activity of MCOLN1, e.g., by permitting expression of MCOLN1 in quantities 
greater than can be isolated from natural sources, or in indicator cells that are specially 
engineered to indicate the activity of MCOLN1 expressed after transfection or transformation of 
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the cells. Accordingly, the present invention contemplates methods for identifying specific 
ligands of MCOLN1 using various screening assays known in the art. 

Any screening technique known in the art can be used to screen for MCOLN1 
agonists or antagonists. The present invention contemplates screens for small molecule ligands 
5 or ligand analogs and mimics, as well as screens for natural ligands that bind to and agonize or 
antagonize activates MCOLN1 in vivo. For example, natural products libraries can be screened 
using assays of the invention for molecules that agonize or antagonize MCOLN1 activity. 

Knowledge of the primary sequence of the, and the similarity of that sequence 
with proteins of known function, can provide an initial clue as the inhibitors or antagonists of the 
1 0 protein. Identification and screening of antagonists is further facilitated by determining structural 
O features of the protein, e.g. , using X-ray crystallography, neutron diffraction, nuclear magnetic 
Co resonance spectrometry, and other techniques for structure determination. These techniques 
il provide for the rational design or identification of agonists and antagonists. 
K jT Another approach uses recombinant bacteriophage to produce large libraries. 

1 5 £ Using the "phage method" (Scott and Smith, Science 1990, 249:386-390; Cwirla, et al , Proc. 
O Natl. Acad. Sci. 1990, 87:6378-6382; Devlin et al, Science 1990, 49:404-406), very large 
libraries can be constructed (10 6 -10 8 chemical entities). A second approach uses primarily 
ffl chemical methods, of which the Geysen method (Geysen et al, Molecular Immunology 1986, 
5 23:709-715; Geysen et al J. Immunologic Method 1987,102:259-274; and the method of Fodor 
20 et al (Science 1991, 251:767-773) are examples. Furka et al (14th International Congress of 
Biochemistry, Volume #5, Abstract FR:013, 1988; Furka, Int. J. Peptide Protein 1991, Res. 
37:487-493), Houghton (U.S. Patent No. 4,631,21 1 and Rutter et al (U.S. Patent No. 5,010,175) 
describe methods to produce a mixture of peptides that can be tested as agonists or antagonists. 

In another aspect, synthetic libraries (Needels et al, Proc. Natl. Acad. Sci. USA 
25 1993, 90:10700-4; Ohlmeyer et al, Proc. Natl. Acad. Sci. USA 1993, 90:10922-10926; Lam 

et al, PCT Publication No. WO 92/00252; Kocis et al, PCT Publication No. WO 94/28028) and 
the like can be used to screen for MCOLN1 ligands according to the present invention. 

Test compounds are screened from large libraries of synthetic or natural 
compounds. Numerous means are currently used for random and directed synthesis of 
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saccharide, peptide, and nucleic acid based compounds. Synthetic compound libraries are 
commercially available from Maybridge Chemical Co. (Trevillet, Cornwall, UK), Comgenex 
(Princeton, NJ), Brandon Associates (Merrimack, NH), and Microsource (New Milford, CT). A 
rare chemical library is available from Aldrich (Milwaukee, WI). Alternatively, libraries of 
natural compounds in the form of bacterial, fungal, plant and animal extracts are available from 
e.g. Pan Laboratories (Bothell, WA) or MycoSearch (NC), or are readily producible. 
Additionally, natural and synthetically produced libraries and compounds are readily modified 
through conventional chemical, physical, and biochemical means (Blondelle et aL, Tib Tech, 
14:60, 1996). 

In vitro screening methods 
In one series of embodiments, an isolated nucleic acid comprising one or more 
polymorphic positions is tested in vitro for its ability to bind test compounds in a sequence- 
specific manner. The methods comprise: 

(i) providing a first nucleic acid containing a particular sequence at a 
polymorphic position and a second nucleic acid whose sequence is identical to that of the first 
nucleic acid except for a different sequence at the same polymorphic position; 

(ii) contacting the nucleic acids with a multiplicity of test compounds under 
conditions appropriate for binding; and 

(iii) identifying those compounds that bind selectively to either the first or second 

nucleic acid sequence. 

Selective binding as used herein refers to any measurable difference in any 
parameter of binding, such as, e.g., binding affinity, binding capacity, etc. 

In another series of embodiments, an isolated peptide or polypeptide comprising 
one or more polymorphic positions is tested in vitro for its ability to bind test compounds in a 
sequence-specific manner. The screening methods involve: 

(i) providing a first peptide or polypeptide containing a particular sequence at a 
polymorphic position and a second peptide or polypeptide whose sequence is identical to the first 
peptide or polypeptide except for a different sequence at the same polymorphic position; 
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(ii) contacting the polypeptides with a multiplicity of test compounds under 
conditions appropriate for binding; and 

(iii) identifying those compounds that bind selectively to one of the nucleic acid 

sequences. 

5 In preferred embodiments, high-throughput screening protocols are used to survey 

a large number of test compounds for their ability to bind the genes or peptides disclosed above 
in a sequence-specific manner. 

In vivo screening methods 
Intact cells or whole animals expressing polymorphic variants of a gene encoding 
10*3 MCOLN1 can be used in screening methods to identify candidate drugs. 
m In one series of embodiments, a permanent cell line is established from an 

Tl individual exhibiting a particular polymorphic pattern. Alternatively, cells (including without 
8 t limitation mammalian, insect, yeast, or bacterial cells) are programmed to express a gene 
«p comprising one or more polymorphic sequences by introduction of appropriate DNA. 
15o Identification of candidate compounds can be achieved using any suitable assay, including 
Si without limitation (i) assays that measure selective binding of test compounds to particular 
M polymorphic variants of MCOLN1 (ii) assays that measure the ability of a test compound to 
ll modify (i.e., inhibit or enhance) a measurable activity or function of MCOLN1 and (iii) assays 
that measure the ability of a compound to modify (i.e., inhibit or enhance) the transcriptional 
20 activity of sequences derived from the promoter (i.e., regulatory) regions the MCOLN1 gene. 

MCOLN1 knockout mammals can be prepared for evaluating the molecular 
pathology of this defect in greater detail than is possible with human subjects. Such animals also 
provide excellent models for screening drug candidates. A "knockout mammal" is an mammal 
(e.g., mouse) that contains within its genome a specific gene that has been inactivated by the 
25 method of gene targeting (see, e.g., US Patents No. 5,777,195 and No. 5,616,491). A knockout 
mammal includes both a heterozygote knockout (i.e., one defective allele and one wild-type 
allele) and a homozygous mutant (i.e., two defective alleles). Preparation of a knockout mammal 
requires first introducing a nucleic acid construct that will be used to suppress expression of a 
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particular gene into an undifferentiated cell type termed an embryonic stem cell. This cell is then 
injected into a mammalian embryo. A mammalian embryo with an integrated cell is then 
implanted into a foster mother for the duration of gestation. Pfeffer et al. (Cell 1993, 
73:457-467) describe mice in which the gene encoding the tumor necrosis factor receptor p55 has 
5 been suppressed. Fung-Leung et al. (Cell 1991, 65:443-449; J. Exp. Med. 1994, 174:1425-1429) 
describe knockout mice lacking expression of the gene encoding CD8. 

The term "knockout" refers to partial or complete suppression of the expression of 
at least a portion of a protein encoded by an endogenous DNA sequence in a cell. The term 
"knockout construct" refers to a nucleic acid sequence that is designed to decrease or suppress 
10 expression of a protein encoded by endogenous DNA sequences in a cell. The nucleic acid 
£3 sequence used as the knockout construct is typically comprised of (1) DNA from some portion of 
m the gene (exon sequence, intron sequence, and/or promoter sequence) to be suppressed and (2) a 

11 marker sequence used to detect the presence of the knockout construct in the cell. The knockout 
s; jE construct is inserted into a cell, and integrates with the genomic DNA of the cell in such a 

15,S position so as to prevent or interrupt transcription of the native DNA sequence. Such insertion 
n usually occurs by homologous recombination (i.e., regions of the knockout construct that are 
5:0 homologous to endogenous DNA sequences hybridize to each other when the knockout construct 
CO is inserted into the cell and recombine so that the knockout construct is incorporated into the 

12 corresponding position of the endogenous DNA). The knockout construct nucleic acid sequence 
20 may comprise 1) a full or partial sequence of one or more exons and/or introns of the gene to be 

suppressed, 2) a full or partial promoter sequence of the gene to be suppressed, or 3) 
combinations thereof. Typically, the knockout construct is inserted into an embryonic stem cell 
(ES cell) and is integrated into the ES cell genomic DNA, usually by the process of homologous 
recombination. This ES cell is then injected into, and integrates with, the developing embryo. 
25 The phrases "disruption of the gene" and "gene disruption" refer to insertion of a 

nucleic acid sequence into one region of the native DNA sequence (usually one or more exons) 
and/or the promoter region of a gene so as to decrease or prevent expression of that gene in the 
cell as compared to the wild-type or naturally occurring sequence of the gene. By way of 
example, a nucleic acid construct can be prepared containing a DNA sequence encoding an 
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antibiotic resistance gene which is inserted into the DNA sequence that is complementary to the 
DNA sequence (promoter and/or coding region) to be disrupted. When this nucleic acid construct 
is then transfected into a cell, the construct will integrate into the genomic DNA. Thus, many 
progeny of the cell will no longer express the gene at least in some cells, or will express it at a 
5 decreased level, as the DNA is now disrupted by the antibiotic resistance gene. 

Generally, the DNA will be at least about 1 kilobase (kb) in length and preferably 
3-4 kb in length, thereby providing sufficient complementary sequence for hybridization when 
the knockout construct is introduced into the genomic DNA of the ES cell (discussed below). 

Included within the scope of this invention is a mammal in which two or more 
1 0 genes have been knocked out. Such mammals can be generated by repeating the procedures set 
O forth herein for generating each knockout construct, or by breeding to mammals, each with a 
ffl single gene knocked out, to each other, and screening for those with the double knockout 
i± genotype. 

t Regulated knockout animals can be prepared using various systems, such as the 

15 p tet-repressor system (see US Patent No. 5,654,168) or the Cre-Lox system (see US Patents No. 
□ 4,959,317 and No. 5,801,030). 

Wj In another series of embodiments, transgenic animals are created in which (i) a 

CO human MCOLN1 having different sequences at particular polymorphic positions are stably 
It inserted into the genome of the transgenic animal; and/or (ii) the endogenous MCOLN1 genes 
20 are inactivated and replaced with human MCOLN 1 genes having different sequences at particular 
polymorphic positions see, e.g., Coffman, Semin. Nephrol. 1997, 17:404; Esther et al, Lab. 
Invest. 1996, 74:953; Murakami et al, Blood Press. Suppl. 1996, 2:36. Such animals can be 
treated with candidate compounds and monitored for anemia. 

Furthermore, populations that are not amenable to an established treatment for 
25 aplastic, hypoplastic, or hyperproliferative disorders can be selected for testing of alternative 

treatments. Moreover, treatments that are not as effective in the general population, but that are 
highly effective in the selected population, may be identified that otherwise would be 
overlooked. This is an especially powerful advantage of the present invention, since it eliminates 
some of the randomness associated with clinical trials. 
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High-Throughput Screen 
Agents according to the invention may be identified by screening in high- 
throughput assays, including without limitation cell-based or cell-free assays. It will be 
appreciated by those skilled in the art that different types of assays can be used to detect different 
types of agents. Several methods of automated assays have been developed in recent years so as 
to permit screening of tens of thousands of compounds in a short period of time. Such high- 
throughput screening methods are particularly preferred. The use of high-throughput screening 
assays to test for agents is greatly facilitated by the availability of large amounts of purified 
polypeptides, as provided by the invention. 

Screening Kits 

The components required to practice the screening methods described above can 
be prepared in kit form, for the convenience of the user. Such kits are preferably adapted for use 
in an automated screening apparatus. 

Methods of Diagnosis 

According to the present invention, genetic variants of MCOLN1 can be detected 
to diagnose a mucolipidosis, especially MLIV. They can also be used to diagnose subjects 
evidencing symptoms of MLIV. Various methods for detecting such variants are described 
herein. Where such variants impact MCOLN1 function, either as a result of a mutated amino 
acid sequence or because the mutation results in expression of a truncated protein, reduced levels 
of protein express, or no expression at all, they are expected to result in symptoms of 
mucolipidosis. In specific embodiment, a MCOLN1 mutation results in MLIV. 

More importantly, the invention permits genetic counseling of prospective parents 
and in vitro genetic testing for a mucolipidosis condition. The methods of the present invention 
can also be used to predict the predisposition of an individual to develop a symptom of 
mucolipidosis. 

By providing the genomic gene and DNA sequences for MCOLN1, the invention 
permits detection of any polymorphism, and correlation of that polymorphism with a 
mucolipidsosis symptom or condition. The invention advantageously provides two major 



« 
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mutations that will permit widespread genetic counseling and screening: AJ major (genomic 
sequence 5534A G, which results in a splice mutation) and AJ minor (genomic sequence deletion 
of bases 51 1 to 6944, resulting in a 6434 bp genomic deletion). Those and other specific 
mutations are listed in Table 1. 



5 Table 1. MCOLN1 Mutations 





Haplotype 


Nucleotide change 


Mutation type 


Amino acid change 




A J major 


g.5534A>G 


splice 


- 




A J minor 


g.511-6944del 


6434-bp genomic del 






18 (AJ) 


g.M l-oy44aei 
c. 1334-1 3 35insT 


OtOH— Up gCIlUI.lI.10 U.C1 

frameshift 


: 


10 


20 (AJ) 


g.5534A>G 


splice 








c.l346-1348delCTT 


aa del 


F408del 




44(AJ) 


g.5534A>G 
unknown 


splice 






48 (NJ) 


g.9107A>G a 


splice 


454-469del 




41 (NJ) 


c.l461G>T 


aa substitution 


V446L 




42 (NJ) 


C.4290T 


nonsense 


R102X 






c.1209G>T 


aa substitution 


D362T 


15; = 


50 (NJ) 


g.511-6944del 


6434-bp genomic del 








c.598-599delCC 


frameshift* 






53 (NJ) 


c.639C>T 


nonsense 


R172X 






g.9107A>G a 


splice 




20 


g. mutations denoted using genomic sequence (AF287270), c. mutation denoted using cDNA sequence 
(AF287269), *translational frameshift mutations that result in termination codons, a bp substitution 
creates a new preferred splice acceptor site that results in the deletion of 15 AA. (Nomenclature 
according Antonarkis Hum. Mutat. 1998, 11:1-3) 



A "sample" as used herein refers to a biological sample, such as, for example, 
tissue (or cells) or fluid isolated from an individual or from in vitro cell culture constituents, as 
well as samples obtained from the environment or laboratory procedures. 

Nucleic Acid Assays 

25 The DNA may be obtained from any cell source. Non-limiting examples of cell 

sources available in clinical practice include without limitation blood cells, buccal cells, 
cervicovaginal cells, epithelial cells from urine, fetal cells, or any cells present in tissue obtained 
by biopsy. Cells may also be obtained from body fluids, including without limitation blood, 
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plasma, serum, lymph, milk, cerebrospinal fluid, saliva, sweat, urine, feces, and tissue exudates 
(e.g., pus) at a site of infection or inflammation. For prenatal testing, genetic mateiral can be 
obtained from fetal cells, e.g. from amniotic fluid, (through amniocentesis), chronic villi, blood, 
or any tissue of a pregnant woman. DNA is extracted using any of the numerous methods that 
are standard in the art. It will be understood that the particular method used to extract DNA will 
depend on the nature of the source. Generally, the minimum amount of DNA to be extracted for 
use in the present invention is about 25 pg (corresponding to about 5 cell equivalents of a 
genome size of 4 x 10 9 base pairs). Sequencing methods are described in detail, supra. 

In another alternate embodiment, RNA is isolated from biopsy tissue using 
standard methods well known to those of ordinary skill in the art such as guanidium thiocyanate- 
phenol-chloroform extraction (Chomocyznski et al, Anal. Biochem., 162:156, 1987). The 
isolated RNA is then subjected to coupled reverse transcription and amplification by polymerase 
chain reaction (RT-PCR), using specific oligonucleotide primers that are specific for a selected 
site. Conditions for primer annealing are chosen to ensure specific reverse transcription and 
amplification; thus, the appearance of an amplification product is diagnostic of the presence of a 
particular genetic variation. In another embodiment, RNA is reverse-transcribed and amplified, 
after which the amplified sequences are identified by, e.g., direct sequencing. In still another 
embodiment, cDNA obtained from the RNA can be cloned and sequenced to identify a mutation. 

Protein Assays 

In an alternate embodiment, biopsy tissue or cells is obtained from a subject. 
Antibodies that are capable of distinguishing between different polymorphic forms of MCOLN1 
are then contacted with samples of the tissue to determine the presence or absence of a MCOLN1 
polypeptide specified by the antibody. The antibodies may be polyclonal or monoclonal, 
preferably monoclonal. Measurement of specific antibody binding to cells maybe accomplished 
by any known method, e.g., quantitative flow cytometry, or enzyme-linked or fluorescence- 
linked immunoassay. 
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Kits 

The present invention further provides kits for the determination of the sequence 
within the MCOLN1 gene in an individual. The kits comprise a means for determining the 
sequence at the variant positions, and may optionally include data for analysis of mutations. The 
means for sequence determination may comprise suitable nucleic acid-based and immunological 
reagents. Preferably, the kits also comprise suitable buffers, control reagents where appropriate, 
and directions for determining the sequence at a polymorphic position. 

Nucleic Acid Based Diagnostic Kits 

The invention provides nucleic acid-based methods for detecting genetic 
variations of MCOLN1 in a biological sample. The sequence at particular positions in the 
MCOLN1 gene is determined using any suitable means known in the art, including without 
limitation one or more of hybridization with specific probes PCR amplification, restriction 
fragmentation, direct sequencing, SSCP, and other techniques known in the art. 

The present invention also provides kits suitable for nucleic acid-based diagnostic 
applications. In one embodiment, diagnostic kits include the following components: 

(i) Probe DNA: The probe DNA may be pre-labeled; alternatively, the probe 
DNA may be unlabeled and the ingredients for labeling may be included in the kit in separate 
containers; and 

(ii) Hybridization reagents: The kit may also contain other suitably packaged 
reagents and materials needed for the particular hybridization protocol, including solid-phase 
matrices, if applicable, and standards. 

In another embodiment, diagnostic kits include: 

(i) Sequence determination primers: Sequencing primers may be pre-labeled 
or may contain an affinity purification or attachment moiety; and 

(ii) Sequence determination reagents: The kit may also contain other suitably 
packaged reagents and materials needed for the particular sequencing protocol. In one preferred 
embodiment, the kit comprises a panel of sequencing primers, whose sequences correspond to 
sequences adjacent to variant positions. 
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Antibodv Based Diagnostic Kits 

The invention also provides antibody-based methods for detecting mutant (or wild 
type) MCOLN1 proteins in a biological sample. The methods comprise the steps of: (i) 
contacting a sample with one or more antibody preparations, wherein each of the antibody 
preparations is specific for mutant (or wild type) MCOLN1 under conditions in which a stable 
antigen-antibody complex can form between the antibody and MCOLN1 in the sample; and (ii) 
detecting any antigen-antibody complex formed in step (i) using any suitable means known in the 
art, wherein the detection of a complex indicates the presence of mutant (or wild type) 
MCOLN1. 

Typically, immunoassays use either a labeled antibody or a labeled antigenic 
component (e.g., that competes with the antigen in the sample for binding to the antibody). 
Suitable labels include without limitation enzyme-based, fluorescent, chemiluminescent, 
radioactive, or dye molecules. Assays that amplify the signals from the probe are also known, 
such as, for example, those that utilize biotin and avidin, and enzyme-labeled immunoassays, 

such as ELISA assays. 

The present invention also provides kits suitable for antibody-based diagnostic 

applications. Diagnostic kits typically include one or more of the following components: 

(i) MCOLN1 -specific antibodies: The antibodies may be pre-labeled; 
alternatively, the antibody may be unlabeled and the ingredients for labeling may be included in 
the kit in separate containers, or a secondary, labeled antibody is provided; and 

(ii) Reaction components: The kit may also contain other suitably packaged 
reagents and materials needed for the particular immunoassay protocol, including solid-phase 
matrices, if applicable, and standards. 

The kits referred to above may include instructions for conducting the test. 
Furthermore, in preferred embodiments, the diagnostic kits are adaptable to high-throughput 
and/or automated operation. 
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Therapentic Procedures 

As noted above, the present invention contemplates various strategies for 
treatment of diseases or disorders associated with a defect in the expression of a functional 
MCOLN1 gene, e.g., a mucolipidosis. 

Preferably, a subject in whom such treatment is desired will be a human. 
However, it is possible to use the teachings herein to treat similar diseases in any animal, 

particularly any mammal. 

In all gene therapy cases discussed below, it will be desirable to regulate 
expression of the therapeutic gene, e.g., by a transient delivery system (such as an adenovirus or 
naked DNA vector), use of a tissue specific promoter, or use of a regulated expression system 
(e.g., the tet-regulated expression system; see US Patents No. 5,814,618 and No. 5,859,310). 

Therapeutic compositions of the invention are preferably prepared by an 
admixture of the active component (e.g., a vector or anti-sense nucleic acid) and a 
pharmaceutically acceptable carrier or excipient. The phrase "pharmaceutically acceptable" 
refers to molecular entities and compositions that are physiologically tolerable and do not 
typically produce an allergic or similar untoward reaction, such as gastric upset, dizziness and the 
like, when administered to a human. Preferably, as used herein, the term "pharmaceutically 
acceptable" means approved by a regulatory agency of the Federal or a state government or listed 
in the U.S. Pharmacopeia or other generally recognized pharmacopeia for use in animals, and 
more particularly in humans. The term "carrier" refers to a diluent, adjuvant, excipient, or 
vehicle with which the compound is administered. Such pharmaceutical carriers can be sterile 
liquids, such as water and oils, including those of petroleum, animal, vegetable or synthetic 
origin, such as peanut oil, soybean oil, mineral oil, sesame oil and the like. Water or aqueous 
solution saline solutions and aqueous dextrose and glycerol solutions are preferably employed as 
carriers, particularly for injectable solutions. Suitable pharmaceutical carriers are described in 
"Remington's Pharmaceutical Sciences" by E.W. Martin. 

In general, a treatment of mucolipidosis involves transferring a vector comprising 
a gene for a functional MCOLN1 into target cells of a subject suffering from mucolipidosis, i.e., 
cells in which MCOLN1 expression has been observed, and in which MCOLN1 mutations 
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results in defects. These include neuromal and gastric cells. The gene transfer techniques and 
vectors described above are particularly suited for this sort of gene therapy. It is also preferred 
that the MCOLN1 coding sequence is operatively associated with a promoter that permits high 

level expression in human cells. 

While delivery of an MCOLN1 gene therapy is particularly useful for treatment of 
MLIV, it is further contemplated that augmenting MCOLN1 activity will benefit subjects 
suffering from other forms of mucolipidosis. Thus, the therapeutic aspects of this invention are 

broader than the treatment of MLIV. 

To be effective, enough MCOLN1 vector must be delivered so that enough cells 
must be transformed with an MCOLN1 gene therapy vector to overcome the anemic condition. 
The determination of the dose of an MCOLN1 gene therapy vector depends on the type of vector, 
how it is delivered, and the susceptibility and receptivity of the subject. All of these factors can 
be determined by routine dosing methods well known in the art. 

In another embodiment, an agonist of MCOLN1 activity, e.g., a molecule that 
overcomes a mutation of an MCOLN1 gene that results in a defect in expression of functional 
MCOLN1, that is discovered using the screening techniques of the present invention, can be 
used. 

EXAMPLE 

The invention will be better understood by reference to the following Example, 
which is provided as exemplary of the invention and not limitation thereof. 

EXAMPLE: Identification of TRP Channel Family Gene Involved in 
Mucolipidosis Type IV 



Analysis of candidate genes revealed that mutations in a novel member of the 
polycystin II family of the TRP channel gene family result in mucolipidosis type IV. 
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Materials and Methods 
MLIV Families. Prior to initiating this study, approval from the institutional 
review boards at Massachusetts General Hospital, Harvard Medical School, the National Institute 
of Neurological Disorders arid Stroke, and Hadassah University Hospital was obtained. All 
patients or their legal guardians signed written informed consent to their participation in the 
study. We collected samples from 35 AJ and 5 NJ families. We cultured EBV transformed 
lymphoblasts and primary skin fibroblasts from patients and family members using standard 
conditions. We prepared genomic DNA and total RNA samples from cultured cells using 
commercial kits. 

Physical Mapping. BACs were purchased from Research Genetics and cosmids 
were obtained from Lawrence Livermore National Laboratory (LLNL). STS content mapping, 
genotyping of MLIV families, and haplotype analysis was performed. Both the BACs and the 
cosmids were sequenced by a collaborative effort of LLNL, the Department of Energy Joint 
Genome Institute, and the Stanford Human Genome Center (SHGC). Placement of the markers 
D19S869, INSR, D19S592, D19S406, D19S901, D19S873, D19S76, D19S995, D19S912, 
D19S884, and D19S922 was performed by PCR of oligonucleotide primers using BAC and 
cosmic DNA as a template (Fig. 1). 

Expressed sequence tags (ESTs) were identified from GeneMap '99. To 
accommodate positional discrepancies, we chose to include ESTs that were within 4 cR of the 
original candidate region boundary markers of D19S406 and D19S912. This was accomplished 
by selecting a region on GeneMap '99 between the anchor markers D19S216 and D19S413 (Fig. 
IB). Sequence of ESTs from unique UniGene clusters was obtained from GenBank, and 
oligonucleotide primers were obtained from the Radiation Hybrid Database. The ESTs were then 
localized on the physical map by PCR of the BACs and cosmids (Fig. IB). The physical 
mapping of all ESTs was later confirmed from the individual BAC sequences as they became 
available. 

As sequence from the region became available, we used the REPEAT program of 
the Wisconsin Package Version 10.0 (Genetics Computer Group (GCG)), with a window setting 
of 1 5, a stringency parameter of 1 3, and a range of 25, to identify di-, tri-, and tetra-nucelotide 
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repeats. Once identified, the unique repeats were visually inspected to determine the likelihood 
that they would be polymorphic. Oligonucleotide primers were then designed manually to 
amplify the desired fragment of DNA. Twenty-seven simple sequence repeats (SSRs) were 
identified in the region of interest and were genotyped in a panel of 40 individuals to determine if 
5 they were polymorphic. These were localized in the BACs and cosmids initially by PCR, and the 
localization was later confirmed by sequence as it became available (Fig. IB). 

For the haplotype analysis, we studied 70 AJ and 10 NJ disease chromosomes, 79 
non-MLIV chromosomes (obtained from AJ heterozygote carriers), and 26 control chromosomes 
(obtained from unaffected AJ individuals who married into MLIV families). All chromosomes 
10 were genotyped and haplotypes constructed with the following markers: D19S406, D19S1 191, 
O D19S901, D19S1184, D19S873, D19S1 189, D19S1186, D19S76, D19S905, D19S1 187, 
CO D19S1185,D19S1190, andD19S912. Haplotypes were constructed manually by visual 
[1 inspection of markers across the region. 

: t Exon Trapping. Restriction fragments from BC672420 were shotgun subcloned 

15 p into the EcoRI site of exon-trapping vector pSPL3, and transfected into COS-7 cells. Spliced 
q products obtained by RT-PCR were cloned into p AMP 1 0 using the UDG cloning kit provided in 
[0 the Exon-trapping system (CHBCO BRL) and sequenced. 

Full length MCOLN1 cDNA Sequence and Mutation Analysis. Total RNA 
il from fibroblasts was used for RT-PCR with the following primers designed from the sequence of 
20 IMAGE clone 25 1 7653 and GENSC AN-predicted exons: (SM-F3 : 5 ' 

CGAGGGAGCGAGGTCGCAGTGACAGC 3' (SEQ ID NO: 6) from exon 1 and SM-R5: 5' 
AACACCCTCCCCACCCAGTCTCCCC 3' (SEQ ID NO: 7) from exon 14). The PCR products 
were cloned into PCR2.1 or TOPO blunt PCR vector (Invitrogen) and sequenced. The mutation 
in genomic DNA on the major AJ haplotype patients was analyzed by PCR using primers mg2- 
25 EF4: (5' CAACCTCTACTACCCTCTCCC 3'; SEQ ID NO: 8) and mg2-ER4: (5' 

AACAGTGAAGCCTCGTCC 3'; SEQ ID NO: 9). The 6434-bp deletion associated with the 
minor AJ haplotype was identified by using genome walking technology with the Universal 
Genomewalker kit (Clontech). The deletion boundaries were confirmed by sequencing purified 
PCR products generated using the forward primer mg2-GWF4: (5' CT GATATAAATG 
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GCAGGCAGCTTTC 3'; SEQ ID NO: 10) at bp 226 of the genomic sequence (ACC: 
AF287270) and a reverse primer mg2-ER6: (5 CTCACCGTGCTGGAAGACAC 3'; SEQ ID 
NO: 1 1 in exon7 designed according to genome walking results. In order to identify mutations in 
the unique haplotypes, overlapping sets of PCR primers were designed and used for RT-PCR 
from lymphoblast or fibroblast RNA. We also designed primers to amplify each exon from 
genomic DNA. All mutations were confirmed by PCR of genomic DNA and sequencing in the 
patients and parents (when available). 

Northern Analysis. Total RNA from fibroblasts or lymphoblasts was used for 
Northern blots. Fifteen micrograms of total RNA was separated by formaldehyde agarose gel 
electrophoresis, transferred onto a Hybond-N+ nylon membrane (Amersham), and UV-cross- 
linked. The XhoI-EcoRI 2050-bp insert of IMAGE clone 2517653 was random primer labeled 
with a- 32 P-dCTP (GIBCO BRL) and used as a probe on the northern blot for MITV patients and 
a human adult multiple-tissue northern blot (Clontech, MTN-I), as well as on a human fetal 
northern blot (Clontech, MTN Fetal II) to assess tissue distribution. We performed all 
hybridizations in hybridization solution (0.2M NaP04, pH 7.2, ImM EDTA, 1% BSA, 7% SDS, 
15% formamide) at 65° for overnight. The blots were washed twice in 40mM NaP04 (pH 7.2), 
1% SDS, ImM EDTA for 30 min. 

DNA Sequencing. Sequencing was performed using the AmpliCycle sequencing 
kit (Perkin Elmer) or on an ABI 377 automated DNA sequencer using BigDye terminator cycle 
sequencing kit. (DNA Sequencing Facility of the National Institutes of Neurological Disorders 
and Stroke). 

Bioinformatics.WQ conducted database searches using BLAST 
(ncbi.nlm.nih.gov/blast on the World Wide Web). Sequences from Unigene 
(ncbi.nlm.nih.gov/UniGene on the World Wide Web) were used to confirm the MCOLN1 
sequence. We performed motif searches using ProfileScan (isrec.isb- 
sib.ch/software/PFSCAN_form.html on the World Wide Web) and TMPred 
(ch.embnet.org/software/TMPRED_form.html on the World Wide Web) and alignment of 
protein sequences using Pileup (GCG) and Boxshade (ch.embnet.org/softward/BOX_form.html 
on the World Wide Web). 
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Accession Number sMCOLNl cDNA, AF287269; MC0LN1 genomic sequence, 
AF287270; BC672420, AC008878; r31913, AC009003; BC903416, AC008763. 

Results 

Determination of the candidate interval. Following our initial report of linkage, 
we obtained a physical map consisting of overlapping BACs and cosmids from collaborators at 
Lawrence Livermore National Laboratory (LLNL). By localizing the linked markers on this map, 
we were able to narrow the candidate interval to approximately 550 kb. Our recent haplotype 
analysis utilizing 8 new genetic markers allowed further reduction of the candidate region to 143 
kb between the markers D19S1184 and D19S1186, a distance covered by two BACs (BC672420, 
BC903416) and one cosmid (R31913) (Figure 1A). A 1.4-Mb physical map was constructed 
using 14 BACs and 4 cosmids (Fig. IB). From this map, it was determined that the original 
candidate region that spanned DS19S406 to D19S912 covered approximately 520 kb and 
included BC777532 (GenBank Accession No. AC010324), BC672420 (GenBank Accession No. 
AC008878), R31913 (GenBank Accession No. AC009003), BC903416 (GenBank Accession 
No. AC008763), and BC631880 (GenBank Accession No. AC008812). 

Of the 83 ESTs indicated on GeneMap '99 to lie between D19S216 and D19S413, 
58 ESTs were found to represent unique UniGene clusters and were amplified using the 14 BACs 
and 4 cosmids as PCR templates. Twenty-eight of these were found to map within the 1.4-Mb 
physical map shown in Fig. IB, of which 15 were found to represent known genes. The positive 
and negative PCR mapping results were later confirmed by sequence when it became available. 

Isolation of Candidate Genes. A combination of exon trapping and EST 
mapping was used to identify MCOLN1 candidate genes. Once identified, we assembled the 
known ESTs and used direct sequence prediction of the genomic DNA in order to obtain the full- 
length cDNA sequences. In some cases, individual cDNA clones were purchased and sequenced 
to verify the predicted sequence. Examination of Genemap'99 showed 27 unique ESTs that 
potentially mapped to the 550 kb MCOLN1 candidate region. PCR of the BACs and cosmids 
demonstrated that six of these were located between the markers D19S1184 and D19S1186. 
Three of the six represented the previously identified genes KIAA0521, neuropathy target 
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esterase (NTE), and a small single exon zinc finger gene (AK001252), which we called MG-1. 
The remaining three ESTs represented novel genes and were named MG-2, MG-4, and MG-1 2. 
Exon trapping experiments yielded 11 unique exons from KIAA0521, NTE, MG-4, and MG-2. 
The exons that were trapped from MG-2 were found to match Unigene cluster Hs. 12909 and we 
5 sequenced the IMAGE clone 2517653. We then designed PCR primers that flanked the putative 
start and stop codon and amplified a 2025-bp cDNA from control fibroblasts. Comparison of 
this sequence with the EST sequences enabled us to confirm that MG-2 contains a 1740-bp open 
reading frame (ORF) that encodes a 580 amino acid protein. The genomic structure of MG-2 
was determined by aligning the cDNA sequence against the genomic sequence of BC672420. 
10 MG-2 is composed of 14 exons that span 13270-bp of genomic DNA. A schematic 

O representation of the gene is presented in Fig. 1 A. Systematic hybridization of northern blots 
m containing patient and control RNA with probes made from MCOLN1 candidate genes showed a 
f} deficiency of the message for MG-2 in AJ MLIV patients homozygous for the major haplotype, 
heterozygous for the major and minor haplotypes, and homozygous for the minor haplotype (Fig. 
15 1* 2 A lanes 2, 4, and 6, respectively), implicating this gene in the pathogenesis of the disease. This 
L finding suggested that MG-2 was probably MCOLN1 and prompted us to search for mutations in 
|;H the gene. 

j| Identification of mutations in MCOLN1. In order to identify the mutations 

];i resulting in the decreased expression of MCOLN1 in the AJ patients, PCR was performed using 

20 cDNA made from patients that were homozygous for either the major or minor Jewish haplotype. 
PCR using primers designed to amplify the entire 2025-bp cDNA produced a single product of 
the expected size in control cDNA, several shorter bands in the major haplotype cDNA, and no 
band in the minor haplotype cDNA (data not shown). Sequence analysis of several clones 
obtained from RT-PCR of the major haplotype revealed the deletion of exon 4 and various partial 

25 deletions of exon 5. Analysis of genomic DNA using primers that flank exons 3 and 4 showed an 
A to G substitution at the 3' acceptor site of intron 3 (Table 1). This mutation is the likely cause 
of the apparent deletion of exon 4 in the mRNA. This substitution creates a Kpnl restriction site 
that permits simple detection of the mutation by digestion following PCR using the primers mg2- 
EF4 and mg2-ER4 (Fig. 1). Following digestion with Kpnl, carriers of the major mutation show 
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the predicted 541 -bp, 344-bp, and 197-bp fragments (lane 1), patients homozygous for the 
mutation show only the smaller fragments (lane 2), and controls show only the 541-bp fragment 
(lane 3) (Figure 2B). 



Table 1. MCOLN1 Mutations 



Haplotype 


Nucleotide change 


Mutation type 


Amino acid change 


AJ major 


g.5534A>G 


splice 


- 


AJ minor 


g.511-6944del 


6434-bp genomic del 


- 


18 (AJ) 


g.511-6944del 
c.l334-1335insT 


6434-bp genomic del 
frameshift* 




20 (AJ) 


g.5534A>G 


splice 






c.l346-1348delCTT 


aa del 


F408del 


44(AJ) 


g.5534A>G 
unknown 


splice 




48 (NJ) 


g.9107A>G a 


splice 


454-469del 


41 (NJ) 


c.1461G>T 


aa substitution 


V446L 


42 (NJ) 


c.429C>T 


nonsense 


R102X 




c.l209G>T 


aa substitution 


D362T 


50 (NJ) 


g.511-6944del 


6434-bp genomic del 






c.598-599delCC 


frameshift* 




53 (NJ) 


c.639C>T 


nonsense 


R172X 




g.9107A>G a 


splice 




g. mutations denoted using genomic sequence (AF287270), c. mutation denoted using cDNA sequence 
(AF287269), *translational frameshift mutations that result in termination codons, a bp substitution 
creates a new preferred splice acceptor site that results in the deletion of 15 AA. 



Southern blots performed using DNA from a patient homozygous for the minor 
AJ haplotype showed the absence of a 3.4-kb BamHI fragment that spanned exons 2 through 5 
(data not shown). PCR using several sets of primers outside this area showed that the DNA 1 kb 
upstream of MCOLN1 and downstream from exon 7 was intact. In order to identify the 
boundaries of the genomic deletion, we performed genomic walking with primers downstream of 
exon 7 and demonstrated that the mutation on the minor Jewish haplotype is a 6434-bp deletion 
(Table 1). The deletion extends from base pair 51 1 through 6945 of the MCOLN1 genomic 
sequence (AF287270) and spans exons 1-6 and the first 12-bp of exon 7. The extent of the 
deletion was confirmed by sequencing PCR products generated from the minor haplotype using 
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the primers mg2-GWF4 and mg2-ER6, which flank the deletion (Figure 1 A and Figure 2C). 
Patients who are homozygous for the minor AJ haplotype are missing the 541-bp fragment used 
for identification of the major haplotype and appear blank in Figure 2B (lane 6). It follows, 
therefore, that patients who are heterozygous for the major and minor AJ haplotypes appear 
5 homozygous for the major haplotype (lane 4, Figure 2B). 

We also studied two AJ patients who are heterozygous for the major mutation and 
a unique haplotype (families 20 and 44) and one AJ patient who is heterozygous for the minor 
mutation and a unique haplotype (family 1 8). Given the results of our previous complementation 
studies implicating a single gene in both AJ and NJ patients, we also examined 5 NJ families 
10 (41, 42, 48, 50, 53) for expression of MCOLNL Two of these families, 41 and 48, are 
O consanguineous and are homozygous for all of the markers in the 19pl3.2-13.3 region. Families 
m 42 and 50 are heterozygous for unique haplotypes, and family 53 is heterozygous for a unique 
haplotype and the family 48 haplotype. Expression levels were evaluated in patient fibroblasts 
*S (Figure 2A) in all cases except family 44, on whom only lymphoblasts were available (Figure 
15 ; I 2D). Expression of MCOLN1 was absent in the AJ patient from family 18 but normal in the 
L patients from families 20 and 44 (Figure 2A and 2D). In the NJ patients, high expression of 
HI MCOLN1 is evident in families 41, 42, 48, and 53, whereas there is no expression in the patient 
£0 in family 50 (Fig. 2D). All 5 NJ patients were screened for the major and minor Jewish 
rf mutations, and interestingly the patient in family 50 was found to be heterozygous for the 6434- 
20 bp deletion (Table 1). Upon testing the parents, the mother was found to carry the AJ deletion 
mutation. The haplotype in family 50 for the 4 markers closest to MCOLN1 is completely 
different from the minor AJ haplotype and at this time we can not exclude the possibility that this 
deletion occurred twice on different genetic backgrounds. However, we feel it is more likely that 
the mother has AJ ancestry and that this haplotype is, in fact, distantly related to the minor AJ 
25 haplotype. 

In order to identify MCOLN1 mutations in these patients, we designed 
overlapping sets of primers and amplified segments of the gene from patient lymphoblast or 
fibroblast cDNA. We also designed primers that would permit the amplification of each exon 
from genomic DNA. Mutations were identified for the unique haplotypes in families 18, 20, 41, 
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42, 48, 50 and 53 (Table 1). Two of the mutations cause frameshifts that predict truncated 
proteins (18 and 50). Mutations in 41 and 42 result in amino acid substitutions, both of which 
occur inside the putative transmembrane domains, and the unique mutation in family 20 results 
in the deletion of an amino acid that is located on the edge of the fourth predicted transmembrane 
domain. The base pair substitution in family 48 creates a new preferred splice acceptor site at bp 
47 of exon 12 and results in the deletion of 15 amino acids between the fifth and sixth 
transmembrane domains. The mutations in families 42 and 53 carry base substitutions that create 
stop codons in exons 3 and 4, respectively. 

Haplotype Analysis. Of the 26 SSRs identified, 8 were found to be polymorphic 
and were registered with the Genome Database as D19S1 191, D19S1 184, D19S1 189, 
D19S1186,D19S1187,D19S1185,D19S1190,andD19S1183. Together with the markers from 
the previous study, we constructed a 14-marker haplotype that spans approximately 520 kb of the 
MCOLN1 region (Table 2). We observed five distinct haplotypes for the AJ population: a major 
founder haplotype that accounts for 72.9% (51/70), a minor founder haplotype that accounts for 
22.9% (16/70), and three unique "odd" chromosomes that occur each once and account 
individually for 1.4% (1/70) of the AJ chromosomes. For each observation of the odd 
chromosomes in the AJ, it was noted that they occurred in conjunction with either the major 
haplotype (odd 2 and odd 3) or with the minor haplotype (odd 1). 
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We also constructed haplotypes for the five NJ families (families 41, 42, 48, 50, 
and 53). (Table 2). Although the families are not of AJ descent and are too small to provide 
evidence of linkage, the affected individuals in families 41 and 48 are homozygous across the 14 
markers in our haplotype, which implicates a mutation in the same gene and suggests 
5 consanguinity. In addition, it is important to note that all of the affected individuals from the NJ 
families, with the exception of family 53, were utilized in complementation studies. These 
studies concluded that, although of differing ancestry, these patients carried a defect in the same 
gene as those AJ patients with MLIV. The two founder AJ chromosomes were analyzed to 
narrow the candidate region and pin-point the location of MCOLN1. An observed recombination 
1 0, sa event at D 1 9S 1 1 84 coupled with four ancestral recombination events at D 1 9S 1 1 86 allowed us to 
define a 143-kb candidate region between these markers (Table 3). 

l t TABLE 3. EXTENDED HAPLOTYPE ANALYSIS 
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Analysis of 67 MLIV chromosomes representing the major and minor AJ haplotypes with 14 
markers. D19S406 is telomeric, and D19S912 is centromeric. Marker order was determined by 
genomic sequence data. The complete major and minor haplotype (marked with an asterisk) are 
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shown in rows 1 and 20, respectively. Shading represents ancestral recombination events. 
Represents an independent repeat expansion. Represents an ancestral repeat expansion. Refers 
to the number of haplotypes observed. 

Characterization of MCOLNL Northern analysis of various human tissues 
shows that the MCOLN1 message is ubiquitously expressed, with the highest expression levels in 
the heart, brain, skeletal muscle, spleen, kidney, liver, placenta and fetal tissues (Fig. 3). The 
predicted full-length protein, mucolipin, is 580 amino acids with a predicted molecular weight of 
65 kDa. Structural analysis of the amino acid sequence predicts that the protein has 6 
transmembrane domains, with both the N- and C- termini residing in the cytoplasm. Comparison 
of the amino acid sequence against known protein motifs and patterns at PROSITE identified a 
TRP (transient receptor potential) cation channel domain (aa 331-521) and an internal calcium 
and sodium channel pore region (aa 496-521). This TRP domain spans transmembrane segments 
3-6, with the putative pore- forming loop between the fifth and sixth segments. Two proline rich 
regions were also identified (aa 28-36, aa 197-205) close to the N- terminus and between the first 
and second transmembrane segments, and a lipase serine active site domain at aa 104-1 14. A 
leucine zipper motif is located at the second transmembrane domain, and a nuclear localization 
motif at aa 43-60 (Fig. Aa). This protein also contains a putative di-leucine motif (LLXX) at the 
COOH-terminus which may serve as a late endosomal/lysosomal targeting motif. 

Comparison of the amino acid sequence of mucolipin to GENBANK identified 
the likely Drosophila orthologue, CG8743, and a homologous human unnamed protein product, 
BAA91951 (Figure 4A). Amino acid sequence identity between mucolipin and the Drosophila 
gene is striking with 38% identity (58% similarity) and nearly perfect conservation of the TRP 
channel domain and the channel pore region (58% identity). The gene encoding BAA91951, 
AK001 868, is localized to chromosome 1 and the genomic structure was determined by 
comparison of the cDNA and genomic sequences. Comparison of the cDNA sequences of the 
two human genes showed that AK001868 does not contain exon 3 of MCOLNL In order to 
determine if this was the result of a splicing difference, we used the amino acid sequence of exon 
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3 to search GENBANK using TBLASTN. The search was positive for the chromosome 1 
genomic clone that contains AK001868 and predicts that exon 3 is probably alternatively spliced 
in this gene. Exon 3 was included in Fig. 4A and shows a similar level of homology with 
mucolipin and CG8743. Given the high degree of homology between MCOLN1 andBAA91951 
5 (58% identical, 74% similar), we designated the chromosome 1 gene MCOLN1RL Earlier work 
appears to mischaracterize MCOLNL Bassi et al (Am. J. Human Gen. 2000, 67: 1 1 10-20) 
describe a different sequence, which appears to be a mistake. NCBI has released sequence 
XP008934, which is a truncated (by 186 amino acids) computer generated sequence. 

The Drosophila gene CG8743 was recently assigned to the polycystin II family 
10 within the TRP super-family (Littleton and Ganetzky, Neuron. 2000, 26:35-43). The TRP cation 
O channel gene family includes proteins that contain 6 transmembrane domains and are presumed 
j?S to be Ca 2+ transporters activated in a number of signal transduction related processes (harteneck 

et al, Trends Neurosci. 2000, 23:159-66). Proteins of this family are similar in structure to the 
e: p family of voltage dependent calcium and sodium cation channels. A comparison of mucolipin to 
15 "j* human PKD2 reveals only a limited similarity confined to the TRP channel domain, however, 
^ comparison of the hydrophobicity plot of mucolipin to the relevant section of PKD2 (aa 170-750) 
111 demonstrates an overlap of the transmembrane loop structures throughout the proteins (Figure 
X 4B). Unlike other cation channels, PKD2 and mucolipin have a large extracellular loop between 
): J the first and second transmembrane domain which probably indicates a similar unique function. 

20 Discussion 

MCOLN1 encodes a novel protein with 6 predicted transmembrane domains. A 
nearest neighbor dendrogram places the Drosophila homologue of mucolipin, CT25240, as an 
archaic member of the TRP channel superfamily in the Polycystin II family (Littleton and 
Ganetzky, supra). The predicted sequence of mucolipin is similar to PKD2 in the channel motif 
25 region (aa 361-540). There is also a high degree of similarity in the hydrophobicity plot between 
the two proteins. Mucolipin does not contain the long intracellular C- and N- terminal tails 
characteristic of presumed activation regions of other cation channels, but rather short tails that 
may indicate a different mode of activation. Based on the multiple prolines in the N-terminal 
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region and following the first outer membrane loop and the lipase motif at AA 104, mucolipin 
may be activated by lipids involved in signal transduction processes. 

Mucolipin may have a variety of functions in the cell which are reflected by the 
general biochemical and clinical aspects of MLIV pathology. The constitutive achlorhydria in 
MLIV patients and the selective vacuolation in stomach parietal cells of MLIV patients suggests 
that mucolipin is critical in HC1 secretion (Sciffman et al., Prac. Natl. Acord. Sci USA 1998, 
95:1207-12). Similarly, the observed vacuolation in corneal epithelial cells, acinar pancreatic 
cells, hepatocytes, chondrocytes, and renal duct cells (Berman et al.,J. Pediat. 1974, 84:519-26; 
Folkerth et al., N. Neuropoth Exp Neurol. 1995, 54:154-64; Hammel and Alroy, J. Submicrose. 
Cynl. Pathol. 1995, 27:143-60) likely indicates dysfunction in ion channel activity and secretion. 
In the absence of mucolipin activity, inability to proceed with secretion may cause accumulation 
of solutes in intracellular vesicles and vacuolation. Storage bodies found in other cell types in 
MLIV, such as neurons and fibroblasts, (Folkertl et al, supra; Oddin et al., Pediat. Res. 1995, 
37:67-92) may represent high degradation rates of the membranes that would normally contain 
the mucolipin channel and are destabilized due of its absence. Different phenotypes in different 
cell types in MLIV indicate that mucolipin may be similar to PKD2, which exhibits different 
subcellular localization and presumably different roles in the various tissues in which it is 
expressed (Foggensteiner et al, J. Am. Soc. Neptrol. 2000, 1 1 :814-27). Moreover, the study of 
PKD2 in primary kidney cell cultures indicates that it is involved in lipid transport toward 
basolateral membranes (Charron et al. J. Cell Biol. 2000, 149:1 1 1-24). Similarly, mucolipin may 
be involved in lipid transport hence accounting for the abnormality in lipid transport reported in 
MLIV (Bargal and Rach, J. Inherit. Metab. Dis. 1997, 20:625-32; Chen and Pagano, Prac. Natl. 
Accord Sci. USA 1998, 95:6373-8). 

A reduction in the activity of membrane-bound protein kinase C reported in MLIV 
(Tugeman and Boneh, Bochem. Mol. Med. 1996, 59:33-7) suggests that mucolipin participates in 
signal transduction processes. Mucolipin deficiency may lead to the sensitivity to chloroquine 
observed in cultured fibroblasts from MLIV patients (Goldin et al., Prac. Natl. Acad. Sci. USA 
1999, 96:8562-6). This chloroquine sensitivity is possibly related to mucolipin's role in the 
restoration of pH balance to vesicles filled with this weak base. Mucolipin may play a major role 
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in the development of white matter tracts and in the maintenance of neurons and retinal cell 
integrity as suggested by the pathology and neuro-imaging studies of MLIV patients (Frei et al., 
Neurology 1998, 51:565-9; Folkert et al, supra). 

It is likely that examination of undiagnosed patients with MLIV-like symptoms, 
e.g. , labeled "developmental delay of unknown etiology," will yield additional MCOLN1 
mutations given the high number of mutations already found in a relatively small number of 
families. In addition, the observed variability in mutation type and location should permit the 
study of genotype-phenotype relationships in these patients. The fact that 2 mutations account for 
96% of all AJ chromosomes makes MLIV amenable to population based screening. However, 
the development of specific tests for the remaining mutations is less effective due to their rarity. 
We have presented the complete 14-marker haplotypes of all known AJ and NJ MLIV 
chromosomes, which may provide an efficient method of screening patients suspected of having 
MLIV, particularly in the case of families with no known Jewish ancestry. This haplotype 
information will provide an invaluable and cost-effective tool for both diagnosis and directed 
mutation detection prior to sequencing the entire MCOLN1 gene, a costly and labor-intensive 
endeavor. 

Finally, MLIV will be a useful model in which to study the role of a distinct 
ion channel gene in brain development and neuronal maintenance, corneal and retinal cellular 
function, and hydrochloric acid secretion. 

The present invention is not to be limited in scope by the specific embodiments 
described herein. Indeed, various modifications of the invention in addition to those described 
herein will become apparent to those skilled in the art from the foregoing description and the 
accompanying figures. Such modifications are intended to fall within the scope of the appended 
claims. 

It is further to be understood that all base sizes or amino acid sizes, and all 
molecular weight or molecular mass values are approximate, and are provided for description. 

All patents, patent applications, publications, and other materials cited herein are 
hereby incorporated herein by reference in their entireties. 



